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l& (57) Abstract: A packaging cell line capable of complementing recombinant adenoviruses based on serotypes from subgroup B, 
preferably adenovirus type 35. The cell line is preferably derived from primary, diploid human cells (e.g., primary human retinoblasts, 
S primary human embryonic kidney cells and primary human amniocytes) which are transformed by adenovirus El sequences either 
^ operatively linked on one DNA molecule or located on two separate DNA molecules, the sequences being operatively linked to 
regulatory sequences enabling transcription and translation of encoded proteins. Also disclosed is a cell line derived from PER.C6 
^ (ECACC deposit number 96022940), which cell expresses functional Ad35 E1B sequences. The Ad35-E1B sequences are driven 
by the E1B promoter or a heterologous promoter and terminated by a heterologous poly-adenylation signal. The new cell lines are 
useful for producing recombinant adenoviruses designed for gene therapy and vaccination. The cell lines can also be used for pro- 
^ ducing human recombinant therapeutic proteins such as human growth factors and human antibodies. In addition, the cell lines are 
useful for producing human viruses other than adenovirus such as influenza virus, herpes simplex virus, rotavirus, measles virus. 
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COMPLEMENTING CELL LINES 

Te^calMd: The invention relates to the field of biotechnology generally, and more 
specifically to adenoviral-based complementing cell lines. 

Background: Typically, vector and packaging cells have to be adapted to one another so 
that they have all the necessary elements, but they do not have overlapping elements 
which lead to replication competent virus by recombination. Therefore, the sequences 
necessary for proper transcription of the packaging construct may be heterologous 
regulatory sequences derived from, for example, other human adenovirus (Ad) serotypes, 
noThuman adenoviruses, other viruses like, but not limited to, SV40, hepatitis B virus 
(HBV) Rous Sarcoma Virus (RSV), cytomegalovirus (CMV), etc. or from higher 
eukaryotes such as mammals. In general, these sequences include a promoter, enhancer 
and poly-adenylation sequences. 
5 PER C6 (ECACC deposit number 96022940) is an example of a cell one devoid of 
sequence overlap between the packaging construct and the adenoviral vector (Fall „ «t 
al 1998) Recombinant viruses based on subgroup C adenoviruses such as Ad5 and Ad2 
can be propagated efficiently on these packaging cells. Generation and propagation of 
adenoviruses from other serotypes, like subgroup B viruses, has proven to be more 
;0 difficult on PER.C6 cells. However, as described in European patent application 

00201738 2, recombinant viruses based on subgroup B virus Ad35 can be made by co- 
transfection of an expression construct containing the Ad35 early region-1 sequences 
(Ad35-El) Furthermore, Ad35-based viruses that are deleted for E1A sequences were 
shown to replicate efficiently onPER.C6 cells. Thus, the E1A proteins of Ad5 
25 complement Ad35-E1A functions, whereas at least part of the E1B functions of Ad35 are 
necessary. This serotype specificity in E1B functions was recently also described for Ad7 
recombinant viruses. In an attempt to generate recombinant adenoviruses derived from 
subgroup B virus Ad7, Abrahamsen et al (1997) were not able to generate El-deleted 
viruses on 293 cells without contamination of wild-type (wt) Ad7. Viruses that were 
30 picked after plaque purification on 293-ORF6 cells (Brough et al, 1996) were shown to 
have incorporated Ad7 E1B sequences by non-homologous recombination. Thus, 
efficient propagation of Ad7 recombinant viruses proved possible only in the presence of 
Ad7-E1B expression and Ad5-E4-ORF6 expression. The E1B proteins are known to 
interact with cellular as well as viral proteins (Bridge et al, 1993; White, 1995). 
35 Possibly the complex formed between the E1B 55K protein and E4-ORF6 which is 
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necessary to increase mRNA export of viral proteins and to inhibit export of most cellular 
mRNAs, is critical and in some way serotype specific. 

Description of the Invention 
5 The present invention provides new packaging cell lines capable of complementing 
recombinant adenoviruses based on serotypes other than subgroup C viruses, such as 
serotypes from subgroup B, like adenovirus type 35. 

In one aspect the invention provides packaging cell lines capable of complementing 
recombinant adenovirus based on a serotype of subgroup B, preferably of serotype 35. 
10 With the terms "based on or derived from an adenovirus" is meant that it utilizes nucleic 
acid corresponding to nucleic acid found in said serotype. The utilized nucleic acid may 
be derived by PCR cloning or other methods known in the art. 

In one aspect of the invention, the new packaging cells are derived from primary, diploid 
human cells such as, but not limited to, primary human retinoblasts, primary human 

15 embryonic kidney cells or primary human amniocytes. Transfection of primary cells or 
derivatives thereof with the adenovirus El A gene alone can induce unlimited 
proliferation (immortalisation), but does not result in complete transformation. However, 
expression of El A in most cases results in induction of programmed cell death 
(apoptosis), and occasionally immortalisation is obtained (Jochemsen et al. 9 1987). Co- 

20 expression of the E1B gene is required to prevent induction of apoptosis and for complete 
morphological transformation to occur (reviewed in White, 1995). Therefore, in one 
aspect of the invention, primary human cells or derivatives thereof are transformed by 
expression of adenovirus El proteins of a subgroup other than subgroup C, preferably 
subgroup B, more preferably adenovirus type 35. The combined activity of the El A and 

25 E1B proteins establishes indefinite growth of the cells and enables complementation of 
recombinant adenoviruses. 

The complete morphological transformation of primary cells by adenovirus El 
genes is the result of the combined activities of the proteins encoded by the El A and E1B 
regions. The roles of the different El proteins in lytic infection and in transformation 

30 have been studied extensively (reviewed in Zantema and van der Eb, 1995; White, 1995, 
1996). The adenovirus El A proteins are essential for transformation of primary cells. 
The El A proteins exert this effect through direct interaction with a number of cellular 
proteins that are involved in regulation of transcription. These include the pRB family of 
proteins, p300/CBP and TATA binding protein. In addition to this El A increases the 

35 level of p53 protein in the cells. In the absence of adenovirus E1B activity the rise in p53 
levels leads to the induction of apoptosis. Both proteins encoded by the E1B region 
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« counteract apoptosta in . — state to Bcl-2 via intoracbon wrm to fetor 
£Z do JrL in to apoptosis pathway (Han « al., 1996), whereas E1B-55K 

^ *- intoLonwift P 53. Ixnportonuy, to ™le^mech™smby 
StomBTsKprotoins of Ad2 and 5 (snbgroop C) and Adl2 (subgroop A) tochon 
JJSSi neonate P53 may differ. Wboroas Ad5 BlB-55KbtodspS 
1 b-iaea to to cytoptasm, Adl2 E1B-55K Mods p53 weaUy . bod, 
proteins Jlosted in to nocieus (Zantoma u al, 1985; 
proteins, bowever, inhibit to «nssedva«on of otor genes by P 53 (Yew and Berk, 



10 1992). 
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In ^ce 1 l 8 ,toacdvityofElAtogetorwi*eitorElB-21 K or55K, 

sufB cien, for Ml bansformadon altougb expression of bo* E1B pmtems 
rwice as effloien. (Rao « oa, 1992; ). Inbonran coiis however, to ^ of to 
55Kprotota seem, to be more important given to observsnon tot E1B-55K 

Mspensib.0 for to estoblishmen, 'T'^.SSS Ad35- E1 
Example 6 hereof describes to generation of pIG270. In this construotme a 
JT. expressed from to hPGKpromotor and nansoripnon is teammatod by to 
HB VpA The hPGK promotor consdto.es a Hinen-EcoRl Segment of to promoter 
tie v p«.. f HRVoA is located in a BamHI- 

sequence described by Singer-Sam et al. (1984). The HBvpA is loc 

Bg^H fragment of the Hepatitis B virus genome (Simonsen and Levmson, }™£y*° 
ctbaJ^V-ABW 

sequences of the El expression constructs described in this mvenUon may be delved 
Jnaothersourceswlnthoutdepartingfromthe invention. Also, other functional 
fragments of the hPGK and HBVpA sequences mentioned above may be used. 

The functionahty of P IG270 was shown by transformaUon of primary Baby Rat 
Kidney cells (BRK). Comparison with an equivalent Ad5-El 

learned that Ad35-El genes were less efficient in tmnsformmg these cells. The same has 
been found for the El genes of Adl2 (Bernards etal, 1982). 

It is unclear which El protein(s) determines) the difference in transformaUon 
efficiency of El sequences observed for adenovin.es from different subgroups h ft. 
case of Adl2, transfection studies with chimeric E1A/E1B genes suggested that to 
Xilcyof.ansformanonofBRKcellswasde^ 
Tal 1982). TheElB-SSKprotemisshown^ 

nectsary L complementation of El-deleted adenoviruses. If these functions are related 
: rr^adonTf mRNA dilution or another late viral function, it is unlikely that 
these are involved in the transformation efficiency. 
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Analysis of functional domains in the Ad2 or Ad5 E1B-55K proteins using 
insertion mutants have revealed that functions related to viral replication, late protein 
synthesis and host protein shut-off are not confined to specific domains but are 
distributed along the protein (Yew et al 9 1990). Using the same set of mutants, the 
5 domains important for interaction with p53 and E4-Orf6 were found to be more 
restricted. In addition to one common binding region (amino acids 262 to 326), p53 
binding was affected by mutations at aa 180 and E4-Orf6 binding was affected by 
mutations at aa 143 (Yew and Berk, 1992; Rubenwolf et al., 1997). 

Altogether these results indicate that it is difficult to separate the E1B-55K 
1 0 functions related to transformation (p53 binding) and late protein synthesis (Orf6 
binding). 

The invention discloses new El constructs that combine the high efficiency of 
transformation of one serotype with the serotype-specific complementation function of 
another serotype. These new constructs are used to transform primary human embryonic 

15 retinoblast cells and human amniocytes. 

In another aspect of the invention, the transforming El sequences are derived from 
different serotypes. As disclosed in European Patent application 00201738.2, Ad35 El 
sequences are capable of transforming Baby Rat Kidney (BRK) cells, albeit with a lower 
efficiency than that seen with Ad5 El sequences. This was also observed for El 

20 sequences from Adl2 (Bernards et al, 1982). Therefore, in this aspect of the invention, 
primary diploid human cells or derivatives thereof are transformed with chimeric El 
construct that consists of part of the El sequences of a serotype that enables efficient 
transformation of primary human cells or derivatives thereof and part of the El sequences 
of another serotype which El sequences provide the serotype-specific E1B function(s) 

25 that enable(s) efficient propagation of El -deleted viruses of that serotype. In a preferred 
embodiment of this aspect of the invention, the El A region is derived from a subgroup C 
adenovirus, like, but not limited to, Ad5, and the E IB coding sequences are derived from 
an alternative adenovirus more particularly from an adenovirus of subgroup B, more 
particularly from adenovirus type 35. E1B-21K coding sequences may also be chimeric 

30 comprising both subgroup C and subgroup B coding sequences. Preferably, all or most of 
E1B-21K comprises subgroup C coding sequences. In a more preferred embodiment, the 
E1A coding sequences and the E1B-21K coding sequences are derived from a subgroup 
C adenovirus, like, but not limited to, Ad5. In one embodiment the cell further comprises 
ElB-55k coding sequences that are, preferably, as far as not overlapping with the 21K 

35 coding sequences-derived from an adenovirus of subgroup B, more particular from 

adenovirus type 35. In an even more preferred embodiment, all El coding sequences are 
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part of ft. E1B-55K coding sequences the, aro n=o «, •> ^^f^ 
Lpiementation of an alternative adenovirus sub*ouP, more P*-«£™V 
JL* B, mote particular adenovtars type 35. The urvention ate. pro*** .l^png 
tine whetein the primary, diploid hnnran ce,.s or derivatives <"^» 

formed with a chimeric adenovin* El conaunc. compnstngpan of . « 

a^ovta El codhrg sequence of. ft* adenovirus 

formation of primary human cells and derivatives *-*"*»*«' VT^ 
adenovirus El coding sequence of a second ataovhus ^ <*"- 
adenovim. El coding sequence pmvides the ■"•W^*^™^ 
fi,„«ionfsl fhatenable(s) efficient propagation of recommnant adenovrus Billeted 
S'"2nd jenov™ serotype. Proferahly, sard fa. adenovirus serotype* a 
ZZ Calvin* and said second adenovints serotype is a subgroup B atoovnns, 
iTpaLlar atiarovirus rype 35. >n one en*odunen, the pac^g £ ^ 
invention oompriaea bovine adenovima ElB-55t Such a bovm. ElB-55k expressnrg 
Z ?>**Z* — for obtainingbigh yielda of a complemented bovrne 
recombinant adenovirus. 
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Tne primary diploid human oolla or derivatives .hereof are nansfonned by adeno,™ El 

operative* liolced on one DNA moleeuie or ^~£*>~ 
DNA molecules. In mo hater case, one DNA molecule oames a, east part of toeEl 
Z-s of*, aerobe enablmg efficient transformation and ft. «. ^ DNA 
mlule caniea a. M part of.be sequorces neceaaary for 
OT mplemen.ation. Provided is ate. a hybrid oonstinc. oompnamg El- me 
seZpe enabling ofBcient ttnnafbrmarion and El sequences of ano*ex serofype 
ZZL, for sirype-speoiflc con^l—tion. The sequences !••«<-*""«* 
^UJL. may ofbours. also oontsur ftrthe, activities contiW 

Proforably, said serosa enabbng efficien. 
El A Preferably said sequences and said sequences neoaasary for serotype sp^rfic 
ZZZJL pmfely comprise E1B sconces. More prefer* sard sconces 
JLg efficient tiansfomung comprise El A and E1B-21K aequcnoea and - 
aeouences necessary for serotype speciSc oomplomentation compnse E1B-55K 

Notably bo used for me propagation of roonnabman. El deleted — ° - 

another seso W e. Of course it is ate, posaib.e to prov.de bom functi« £ Bl 

Tn separate conation*. In all aspeca, the sequenoca are operatrvely hnked to regulatory 
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sequences enabling transcription and translation of the encoded proteins. Preferably a 
packaging cell of the invention further comprises a DNA encoding at least E4-orf6 of an 
adenovirus of subgroup B, preferably adenovirus serotype 35. Preferably, said E4-orf6 is 
derived from said another serotype. Preferably said cell comprises E1B-55K and E4-orf6 
5 of the same serotype as the recombinant vector to be propagated/complemented or 
otherwise produced. 

In another aspect of the invention, new packaging cells are described that are derived 
from PER.C6 (ECACC deposit number 96022940; Fallaux et a!., 1998) and contain 
Ad35-El sequences integrated into their genome. These Ad35-El sequences are present 

10 in a functional expression cassette, but preferably do not contain sequences overlapping 
with sequences present in the recombinant viral vector. Preferably, the functional 
expression cassette consists of a heterologous promoter and poly-adenylation signal 
functionally linked to Ad35-El sequences. More specifically, the Ad35-El coding 
sequences are functionally linked to the human phosphoglycerate gene promoter (hPGK) 

15 and hepatitus B virus poly-adenylation signal (HBV-pA). Preferably, Ad35-El coding 
sequences comprise the coding regions of the El A proteins and the E1B promoter 
sequences linked to E1B coding sequences up to and including the stop codon of the E1B 
55K protein. More preferably, the Ad35-El sequences comprise nucleotide 468 to 
nucleotide 3400 of the Ad35 wt sequence. To be able to select for transfected cells, a 

20 dominant selection marker like, but not limited to, the neo r gene has to be incorporated on 
the expression vector or the Ad35 expression vector is co-transfected with a separate 
expression vector mediating expression of the selection marker. In both cases, the 
selection marker becomes integrated in the cellular genome. Other Ad5-El transformed 
cell lines like 293 (Graham et al 9 1977) and 91 1 (Fallaux et al. 9 1996) or established 

25 human cell lines like A549 cells may be used without departing from the present 
invention. 

In another aspect of the invention, PER.C6-derived cells are described that 
express functional Ad35 E1B sequences. In one embodiment, the Ad35-E1B coding 
sequences are driven by the E1B promoter and terminated by a heterologous poly- 

30 adenylation signal like, but not limited to, the HB VpA. In a preferred embodiment, the 
Ad35-E1B coding sequences are driven by a heterologous promoter like, but not limited 
to, the hPGK promoter or Elongation Factor-1 a ( E F- 1 a ) promoter and terminated by 
a heterologous pA signal like, but not limited to, the HBVpA. These Ad35-E1B 
sequences preferably comprise the coding regions of the E1B 2 IK and the El B 55K 

35 proteins located between nucleotides 1 61 1 and 3400 of the wild-type (wt) Ad35 

sequence. More preferably, the Ad35-E1B sequences comprise nucleotides 1550 to 3400 
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„fttiewtAd35 — toaneven^pretaed^^BW^ 
comprise me coding sevens of the E1B-55K gene 

m «400 of me w, Ad35 ^» In an even more pretax! P^»« 
cell line o, a cell fine of the invendon lacks a functional codtng sequence for E1B 21k. 
situ tines in geneml ptoduco signifioanUy mom moomhtoao, a— ft- 
21K positive cell lines. 

invention further provides a method for complementing a -combmant 
• • ™irtiT,a a nackasing cell line or a cell line according to the 

derived from adenovirus subgroup B. More preleraoiy saia 
derived from adenovirus serotype 35. 

to another aspect tie invention provides a recombinant adenovinut obtained by a 
JSSl .widtapaokt^oenoftotovendonS^b^ovtrnaeanbc 

^ossenuaUy^tom—anngwUd^adooovirus.orrepUc^on 

■ -rs — e^ 

such adenovirus further comprises a deletton of nucleic acta enc 6 
5 ^on protein. Preferably, such adenovirus fatter compnses a "J"*^ 
Coding a. It E4-CM6 proteto For tois re^n the invention also ^ me use 
recombinant adenoma* of die invention for the preparabon of a medrc^nent 

Witt, ft. term E1B-55K protein as used herein, is mean, die protein encoded by toMB. 
jo an adenovirus serotype having a similar mention in said serotype as provtded by 

Zn to - — *- aLtype having a stomas taction to said serotype as prov^ by 
«B K protein of Ad5. The - terminology applies for the fences mtcodmg 
3S teplLwhenrefeningmAdSS-Bl scuencea from a specified nucleotide* 
nucleofide 3400 is meant 'up to and including nucleotide 3400'. 
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Cell lines subject of this invention are useful for, among other things, the 
production of recombinant adenoviruses designed for gene therapy and vaccination. The 
cell lines, being derived from cells of human origin, are also useful for the production of 
5 human recombinant therapeutic proteins like, but not limited to human growth factors, 
human antibodies. In addition the cell lines are useful for the production of human viruses 
other than adenovirus like, but not limited to, influenza virus, herpes simplex virus, 
rotavirus, measles virus. 

A preferred derivative of primary, diploid human cells is the PER.C6 cell line (ECACC 
1 0 deposit number 960022940) . 

It is within the skills of the artisan to provide for proteins having a similar function in 
kind as the adenovirus El protein referred to in this document. For instance a functional 
part may be provided and/or a derivative may be provided with a similar function in kind, 
1 5 not necessarily in amount. 

Such parts and derivatives are considered to be part of the invention, in as far as similar 
transforming/complementing and/or serotype specificity function is provided in kind, not 
necessarily in amount. 

20 Brief Description of the Figures 

FIG. 1 : Bar graph showing the percentage of serum samples positive for neutralization 
for each human wt adenovirus tested (see, Examplel for description of the neutralization 
assay). 

FIG. 2: Graph showing absence of correlation between the VP/CCID50 ratio and the 

■ 

25 percentage of neutralization. 

FIG. 3: Bar graph presenting the percentage sera samples that show neutralizing activity 
to a selection of adenovirus serotypes. Sera were derived from healthy volunteers from 
Belgium and the UK. 

FIG. 4: Bar graph presenting the percentage sera samples that show neutralizing activity 
30 to adenovirus serotypes 5,11, 26, 34, 35, 48 and 49. Sera were derived from five 
different locations in Europe and the United States. 
FIG. 5: Sequence of human adenovirus type 35. 
FIG. 6: Map of pAdApt35IPl. 

FIG. 7: Schematic representation of the steps undertaken to construct pWE.Ad35.pDC- 
35 rITR. 

FIG. 8: Map of pWE.Ad35.pDC-rITR. 
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FIG. 9: Map of pRSVAd35-El. 
FIG. 10: Map of PGKneopA. 

FIG. 11: Map of pRSVpNeo. 

FIG. 12: Map of pRSVhbvNeo. 
5 FIG. 13: Map ofpIG.ElA.ElB. 

FIG. 14: Map of pIG135. 

FIG. 15:MapofpIG270. 

FIG. 16: Map of pBr.Ad35.1eftITR-pIX. 

FIG. 17: Map of P Br.Ad35.1eftITR-pIXAElA 
10 FIG. 18: Map of pBr.Ad35.A21K 

FIG. 19: Map of pBr.Ad35.A55Kl 

FIG. 20: Map of pBrAd35ASM 

FIG. 21 : Schematic representation of Ad35-El A/E1B deletion constructs. 

FIG. 22: Map of pIG.35BL. 
15 FIG. 23 : Map of pRSVneo4. 

FIG. 24: Map of pIG35Bneo. 

FIG. 25: Map of pIG35.55K 

FIG. 26: Map of pIG535 

FIG. 27: Map of pIG635 
20 FIG. 28: Map of pIG735 

FIG 29: Map of pCC271 

FIG 30: Map of pCC535s 

FIG31:MapofpCR535ElB 

FIG 32: Map of pCC2155s 
25 FIG 33 : Map of pCC536s 

FIG 34: Map of pIG536 

FIG 35: Map of pBr.Ad35.PRn 

FIG 36: Map of pBr Ad3 5 .PRnAE3 

FIG 37: Map of pWE.Ad35.pIX-rITRAE3 
30 FIG 38: Alignment of E1B-21K (A) and E1B-55K (B) amino add sequences in pCC536s 

withwtAd5 andwtAd35 sequences. 
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Detailed Description of The Invention 
The invention is further explained by the use of the following illustrative examples. 

EXAMPLES 
Example 1 

A high throughput assay for the detection of neutralizing activity in human serum 

To enable screening of a large amount of human sera for the presence of neutralizing 
antibodies against all adenovirus serotypes, an automated 96-wells assay was developed. 
Human sera 

A panel of 100 individuals was selected. Volunteers (50% male, 50% female) 
were healthy individuals between ages 20 and 60 years old with no restriction for race. 
All volunteers signed an informed consent form. People professionally involved in 
adenovirus research were excluded. 

Approximately 60 ml blood was drawn in dry tubes. Within two hours after 
sampling, the blood was centrifuged at 2500 rpm for 10 minutes. Approximately 30 ml 
serum was transferred to polypropylene tubes and stored frozen at -20°C until further use. 

Serum was thawed and heat-inactivated at 56°C for 10 minutes and then aliquoted 
to prevent repeated cycles of fireeze/thawing. Part was used to make five steps of twofold 
dilutions in medium (DMEM, Gibco BRL) in a quantity enough to fill out approximately 
70 96-well plates. Aliquots of undiluted and diluted sera were pipetted in deep well plates 
(96-well format) and using a programmed platemate dispensed in 100 \il aliquots into 96- 
well plates. This way the plates were loaded with eight different sera in duplo (100 
(il/well) according to the scheme below: 
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Where Sl/2 to S8/2 in columns 1 and 6 represent 1 X diluted sera and Sx/4, Sx/8, Sx/16 
and Sx/32 the twofold serial dilutions. The last plates also contained four wells filled with 
5 1 00 ul fetal calf serum as a negative control. Plates were kept at -20°C until further use. 

Preparation of human adenovirus stocks 

Prototypes of all known human adenoviruses were inoculated on T25 flasks 
seeded with PER.C6 cells (Fallaux et al, 1998) and harvested upon full CPE. After 
10 freeze/thawing 1-2 ml of the crude lysates was used to inoculate a T80 flask with PERC6 
and virus was harvested at full CPE. The timeframe between inoculation and occurrence 
of CPE as well as the amount of virus needed to re-infect a new culture, differed between 
serotypes. Adenovirus stocks were prepared by freeze/thawing and used to inoculate 3-4 
T175 cm 2 three-layer flasks with PER.C6 cells. Upon occurrence of CPE, cells were 
1 5 harvested by tapping the flask, pelleted and virus was isolated and purified by a two-step 
CsCl gradient as follows. Cell pellets were dissolved in 50 ml 10 mM NaP0 4 buffer (pH 
7.2) and frozen at-20°C. After thawing at 37°C, 5.6 ml sodium deoxycholate (5% w/v) 
was added. The solution was mixed gently and incubated for 5-1 5 minutes at 37°C to 
completely lyse the cells. After homogenizing the solution, 1875 ul 1M MgCl 2 was 
20 added. After the addition of 375 ul DNAse (10 mg/ml) the solution was incubated for 30 
minutes at 37°C. Cell debris was removed by centrifugation at 1880xg for 30 minutes at 
RT without brake. The supernatant was subsequently purified from proteins by extraction 
with FREON (3x). The cleared supernatant was loaded on a 1M Tris/HCl buffered 
cesium chloride block gradient (range: 1 .2/1.4 g/ml) and centrifuged at 21000 rpm for 2.5 
25 hours at 1 0°C. The virus band is isolated after which a second purification using a 1M 
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Tris/HCl buffered continues gradient of 1 .33 g/ml of cesium chloride was performed. The 
virus was then centrifuged for 17 hours at 55000 rpm at 10°C. The virus band is isolated 
and sucrose (50 % w/v) is added to a final concentration of 1%. Excess cesium chloride is 
removed by dialysis (three times 1 hr at RT) in dialysis slides (Slide-a-lizer, cut off 10000 

5 kDa, Pierce, USA) against 1.5 liter PBS supplemented with CaCi 2 (0.9 mM), MgCl 2 

(0.5mM) and an increasing concentration of sucrose (1, 2, 5%). After dialysis, the virus is 
removed from the slide-a-lizer after which it is aliquoted in portions of 25 and 100 ^1 
upon which the virus is stored at -85°C. 

To determine the number of virus particles per milliliter, 50 [il of the virus batch 

10 is run on a high-pressure liquid chromatograph (HPLC) as described by Shabram et al 
(1997). Viruses were eluted using a NaCl gradient ranging from 0 to 600 mM. As 
depicted in table I, the NaCl concentration by which the viruses were eluted differed 
significantly among serotypes. 

Most human adenoviruses replicated well on PER.C6 cells with a few exceptions. 

15 Adenovirus type 8 and 40 were grown on 91 1-E4 cells (He et al, 1998). Purified stocks 
contained between 5xl0 10 and 5xl0 12 virus particles/ml (VP/ml; see table I). 

Titration of purified human adenovirus stocks 

Adenoviruses were titrated on PER.C6 cells to determine the amount of virus 

20 necessary to obtain full CPE in five days, the length of the neutralization assay. Hereto, 
100^1 medium was dispensed into each well of 96-wetl plates. 25 |il of adenovirus stocks 
pre- diluted 10 4 , 10 s , 10 6 or 10 7 times were added to column 2 of a 96-well plate and 
mixed by pipetting up and down 10 times. Then 25 jjil was brought from column 2 to 
column 3 and again mixed. This was repeated until column 1 1 after which 25 |il from 

25 column 1 1 was discarded. This way, serial dilutions in steps of 5 were obtained starting 
off from a pre-diluted stock. Then 3x1 0 4 PER.C6 cells (ECACC deposit number 
96022940) were added in a 100 jil volume and the plates were incubated at 37 °C, 5% 
CO2 for five or six days. CPE was monitored microscopically. The method of Reed and 
Muensch was used to calculate the cell culture-inhibiting dose 50% (CCID50). 

30 In parallel, identical plates were set up that were analyzed using the MTT assay 

(Promega). In this assay, living cells are quantified by colorimetric staining. Hereto, 20 |xl 
MTT (7.5 mgr/ml in PBS) was added to the wells and incubated at 37 °C, 5% C0 2 for 
two hours. The supernatant was removed and 100 fxl of a 20: 1 isopropanol/triton-XlOO 
solution was added to the wells. The plates were put on a 96-well shaker for 3-5 minutes 

35 to solubilize the precipitated staining. Absorbance was measured at 540 nm and at 690 
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nm (background). By this assay, wells with proceeding CPE or full CPE can be 
distinguished 

Neutralization assay 

5 96-well plates with diluted human serum samples were thawed at 37 C, 5 h oua. 

Adenovirus stocks diluted to 200 CCID50 per 50 pi were prepared and 50 ul aliquots 
were added to columns 1-1 1 of the plates with serum. Plates were incubated for 1 hour at 
37°C, 5% CCb. Then 50 pi PER.C6 cells at 6x1 0 5 /ml were dispensed in all wells and 
incubated for 1 day at 37 °C, 5% CO* Supernatant was removed using fresh pipette tips 
10 for each row and 200pl fresh medium was added to all weUs to avoid toxic effects of the 
serum. Plates were incubated for another 4 days at 37 °C, 5% CO* In addition, parallel 
control plates were set up in duplo with diluted positive control sera generated in rabbits 
and specific for each serotype to be tested in rows A and B and with negative control 
serum (FCS) in rows C and D. Also, in each of the rows E-H a titration was performed as 
15 described above with steps of five times dilutions starting with 200 CCID50 of each virus 
to be tested. On day 5, one of the control plates was analyzed microscopically and with 
the MTT assay. The experimental titer was calculated from the control titration plate 
observed microscopically. If CPE was found to be complete, i. e. the first dilution in the 
control titration experiment analyzed by MTT shows clear cell death, aU assay plates 
20 were processed. If not, the assay was allowed to proceed for one or more days until foil 
CPE was apparent after which all plates were processed. In most cases, the assay was 
terminated at day 5. For Adl , 5, 33, 39, 42 and 43 the assay was left for six days and for 
Ad2 for eight days. 

A serum sample is regarded as "non-neutralizing" when, at the highest serum 
25 concentration, a maximum protection of 40% is seen compared to controls without 
serum. 

The results of the analysis of 44 prototype adenoviruses against serum from 100 
healthy volunteers are shown in FIG. 1. As expected, the percentage of serum samples 
that contained neutralizing antibodies to Ad2 and Ad5 was very high. This was also true 

30 for most of the lower numbered adenoviruses. Surprisingly, none of the serum samples 
contained neutralizing antibodies to Ad35. Also, the number of individuals with 
neutralizing antibody titers to the serotypes 26, 34 and 48 was very low. Therefore, 
recombinant El-deleted adenoviruses based on Ad35 or one of the other above 
mentioned serotypes have an important advantage compared to recombinant vectors 

35 based on Ad5 with respect to clearance of the viruses by neutralizing antibodies. 



WO 02/40665 



14 



PCT/NL01/00824 



Also, Ad5-based vectors that have (parts of) the capsid proteins involved in 
immunogenic response of the host replaced by the corresponding (parts of) the capsid 
proteins of Ad35 or one of the other serotypes will be less, or even not, neutralized by the 
vast majority of human sera. 

As can be seen in Table I, the VP/CCED50 ratio calculated from the virus particles 
per ml and the CCID50 obtained for each virus in the experiments was highly variable, 
and ranged from 0.4 to 5 log. This is probably caused by different infection efficiencies 
of PER.C6 cells and by differences in replication efficiency of the viruses. Furthermore, 
differences in batch qualities may play a role. A high VP/CCID50 ratio means that more 
viruses were put in the wells to obtain CPE in 5 days. As a consequence, the outcome of 
the neutralization study might be biased since more (inactive) virus particles could shield 
the antibodies. To check whether this phenomenon had taken place, the VP/CCID50 ratio 
was plotted against the percentage of serum samples found positive in the assay (FIG. 2). 
The graph clearly shows that there is no negative correlation between the amount of 
viruses in the assay and neutralization in serum. 

Example 2 

The prevalence of neutralizing activity (NA) to Ad35 is low in human sera from different 
geographic locations 

In Example 1 the analysis of neutralizing activity ("NA") in human sera from one 
location in Belgium was described. Strikingly, of a panel of 44 adenovirus serotypes 
tested, one serotype, Ad35, was not neutralized in any of the 100 sera assayed In 
addition, a few serotypes, Ad26, Ad34 and Ad48 were found to be neutralized in 8%, or 
less, of the sera tested. This analysis was further extended to other serotypes of 
adenovirus not previously tested and, using a selection of serotypes from the first screen, 
was also extended to sera from different geographic locations. 

Hereto, adenoviruses were propagated, purified and tested for neutralization in the 
CPE-inhibition assay as described in Example 1. Using the sera from the same batch as in 
Example 1, adenovirus serotypes 7B, 1 1, 14, 18 and 44/1876 were tested for 
neutralization. These viruses were found to be neutralized in, respectively, 59, 13, 30, 98 
and 54 % of the sera. Thus, of this series, Adl 1 is neutralized with a relatively low 
frequency. 

Since it is known that the frequency of isolation of adenovirus serotypes from 
human tissue as well as the prevalence of NA to adenovirus serotypes may differ on 
different geographic locations, we further tested a selection of the adenovirus serotypes 
against sera from different places. Human sera were obtained from two additional places 
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in Europe (Bristol, UK and Leiden, NL) and from two places in the United States 
(Stanford, CA and Great Neck, NY). Adenoviruses that were found to be neutralized in 
20% or less of the sera in the first screen, as well as Ad2, Ad5, Ad27, Ad30, Ad38, Ad43, 
were tested for neutralization in sera from the UK. The results of these experiments are 
5 presented in FIG. 3. Adenovirus serotypes 2 and 5 were again neutralized in a high 
percentage of human sera. Furthermore, some of the serotypes that were neutralized in a 
low percentage of sera in the first screen are neutralized in a higher percentage of sera 
from the UK for example, Ad26 (7% vs. 30%), Ad28 (13% vs. 50%), Ad34 (5% vs. 
27%) and Ad48 (8% vs. 32%). Neutralizing activity against Adl 1 and Ad49 that were 
10 foundinarelativelylowpercentageofserainthefirstscreen, are found in an even lower 
percentage of sera in this second screen (13% vs. 5% and 20% vs. 11% respectively). 
Serotype Ad35 that was not neutralized in any of the sera in the first screen, was now 
found to be neutralized in a low percentage (8%) of sera from the UK. The prevalence of 
NA in human sera from the UK is the lowest to serotypes Adl 1 and Ad35. 

For further analysis, sera obtained from two locations in the US (Stanford, CA 
and Great Neck, NY) and from The Nelherlands (Leiden). FIG. 4 presents an overview of 
data-obtained with these sera and the previous data. Not all viruses were tested in all sera, 
except for Ad5, Adl 1 and Ad35. The overall conclusion from this comprehensive screen 
of human sera is that the prevalence of neutralizing activity to Ad35 is the lowest of all 
20 serotypes throughout the western countries: on average 7% of the human sera contain 
neutralizing activity (5 different locations). Anoflier B-group adenovirus, Adl 1 is also 
neutralized in a low percentage of human sera (average 1 1% in sera from 5 different 
locations). Adenovirus type 5 is neutralized in 56% of the human sera obtained from 5 
different locations. Although not tested in all sera, D-group serotype 49 is also 
25 neutralized with relatively low frequency in samples from Europe and from one location 

of the US (average 14%). 

In the herein described neutralization experiments, a serum is judged non- 
neutralizing when, in the well with the highest serum concentration, the maximum 
protection of CPE is 40% compared to the controls without serum The protection is 
30 calculated as follows: 

1% protection = r>r> corresponding well — OP virus control x 100% 

OD non-infected control - OD virus control 



35 



As described in Example 1, the serum is plated in five different dilutions ranging from 4x 
to 64x diluted Therefore, it is possible to distinguish between low titers (z.e., 



WO 02/40665 



PCTYNL01/00824 



16 



neutralization only in the highest serum concentrations) and high titers of NA (z.e., also 
neutralization in wells with the lowest serum concentration). Of the human sera used in 
our screen that were found to contain neutralizing activity to Ad5, 70% turned out to have 
high titers whereas of the sera that contained NA to Ad35, only 15% had high titers. Of 

5 the sera that were positive for NA to Adl 1 only 8% had high titers. For Ad49, this was 
5%. Therefore, not only is the frequency of NA to Ad35, Adl 1 and Ad49 much lower as 
compared to Ad5, but of the sera that do contain NA to these viruses, the vast majority 
has low titers. Adenoviral vectors based on Adl 1, Ad35 or Ad49 have therefore a clear 
advantage over Ad5 based vectors when used as gene therapy vehicles or vaccination 

10 vectors in vivo or in any application where infection efficiency is hampered by 
neutralizing activity. 

In the following examples, the construction of a vector system for the generation 
of safe, RCA-free Ad35-based vectors is described. 

15 Example 3 

Sequence of the human adenovirus type 35 

Ad35 viruses were propagated on PER.C6 cells and DNA was isolated as follows: 
To 100 jil of virus stock (Ad35: 3.26xl0 12 VP/ml), lO^il 10X DNAse buffer (130 mM 
Tris-HCl pH7.5; 1,2 M CaCl 2 ; 50mM MgCl 2 ) was added. After addition of 10 \il 

20 lOmgr/ml DNAse I (Roche Diagnostics), the mixture was incubated for 1 hr. at 37°C. 
Following addition of 2.5jil 0.5M EDTA, 3.2jil 20% SDS and 1.5pl ProteinaseK (Roche 
Diagnostics; 20mgr/ml), samples were incubated at 50°C for 1 hr. Next, the viral DNA 
was isolated using the GENECLEAN spin kit (Biol 01 Inc.) according to the 
manufacturer's instructions. DNA was eluted from the spin column with 25 \il sterile 

25 MilliQ water. The total sequence was generated by Qiagen Sequence Services (Qiagen 
GmbH, Germany). Total viral DNA was sheared by sonification and the ends of the DNA 
were made blunt by T4 DNA polymerase. Sheared blunt fragments were size fractionated 
on agarose gels and gel slices corresponding to DNA fragments of 1.8 to 2.2kb were 
obtained. DNA was purified from the gel slices by the QIAquick gel extraction protocol 

30 and subcloned into a shotgun library of pUCl 9 plasmid cloning vectors. An array of 

clones in 96-well plates covering the target DNA 8 (+/- 2) times was used to generate the 
total sequence. Sequencing was performed on Perkin-Elmer 9700 thermocyclers using 
Big Dye Terminator chemistry and AmpliTaq FS DNA polymerase followed by 
purification of sequencing reactions using QIAGEN DyeEx 96 technology. Sequencing 

35 reaction products were then subjected to automated separation and detection of fragments 
on ABI 377 XL 96 lane sequencers. Initial sequence results were used to generate a 
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contiguous sequence and gaps were filled in by primer walking reads on the torget DNA 
or by direct sequencing of PCR products. The ends of the virus turned out to be absent in 
the shotgun library, most probably due to cloning difficulties resulting from the annuo 
acids of pTP mat remain bound to the TTR sequences after proteinase K digestion of the 
viral DNA. Additional sequence runs on viral DNA solved most of the sequence in those 
regions, however it was difficult to obtain a clear sequence of the most 
nucleotides. AttheS' end the sequence portion obtained was 5'-CCAATAATATACCT- 

3' (SEQ ID NO. ) while at the 3' end, the obtained sequence portion was 5 - 

AGGTATATTATTGATGATGGG-3 ' (SEQ. I.D. NO. _). Mosthuman adenoviruses 
have a terminal sequence 5'-CATCATCAATAATATACC-3 ' (SEQ. I.D. NO. _j. M 
addition, a clone representing the 3' end of the Ad35 DNA obtained after cloning the 
terminal 7 kb Ad35 EcoBI fragment into P Br322 also turned out to have the typical 
CATCATCAATAAT... sequence. Therefore, Ad35 may have the typical end sequence 
andthe differences obtained in sequencing directly on the viral DNA are due to artefacts 
correlated with run-off sequence runs and the presence of residual amino acids ofpTP 

The total sequence of Ad35 with corrected terminal sequences is given m FIG. 5. 
Based sequence homology with Ad5 (Genbank # M72360) and Ad7 (partial sequence 
Genbank # X03000) and on the location of open reading frames, the organization of the 
virus is identical to the general organization of most human adenoviruses, especially the 
subgroup B viruses. The total length of the genome is 34,794 basepairs. 

Example 4 

Construction of a plasmid-based vector system to generate recombinant Ad35-based 

viruses. . t 

A functional plasmid-based vector system to generate recombinant adenoviral vectors 

comprises the following components: 

1 An adapter plasmid comprising a left ITR and packaging sequences denved from 
Ad35 and at least one restriction site for insertion of an heterologous expression 
cassette and lacking El sequences. Furthermore, the adapter plasmid contains 

, Ad35 sequences 3' from the E1B coding region including the pK promoter and 

coding sequences enough to mediate homologous recombination of the adapter 
plasmid with a second nucleic acid molecule. 

2 A second nucleic acid molecule, comprising sequences homologous to the adapter 
plasmid, andAd35 sequences necessary for the replication and packaging of the 

5 recombinant virus, that is early, intermediate and late genes that are not present in 

the packaging cell. 
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3. A packaging cell providing at least functional El proteins capable of 
complementing the El function of Ad35. 

Other methods for generating recombinant adenoviruses on complementing 
packaging cells are known in the art, and may be applied to Ad35 viruses without 
5 departing from the invention. As an example, the construction of a plasmid-based system, 
as outlined above, is described in detail below. 

1 ) Construction of Ad35 adapter plasmids. 

The adapter plasmid pAdApt (described in International Patent Application 

10 W099/55132) was first modified to obtain adapter plasmids that contain extended 

polylinkers and that have convenient unique restriction sites flanking the left ITR and the 
adenovirus sequence at the 3' end to enable liberation of the adenovirus insert from 
plasmid vector sequences. Construction of these plasmids is described below in detail: 

Adapter plasmid pAdApt was digested with Sail and treated with Shrimp Alkaline 

1 5 Phosphatase to reduce religation. A linker, composed of the following two 

phosphorylated and annealed oligos: ExSalPacF 5' - TCG ATG GCA AAC AGC TAT 
TAT GGG TAT TAT GGG TTC GAA TTA ATT AA- 3' (SEQ. LD. NO. _) and 
ExSalPacR 5' - TCG ATT AAT TAA TTC GAA CCC ATA ATA CCC ATA ATA GCT 
GTT TGC CA- 3* (SEQ. I.D. NO. _) was directly ligated into the digested construct, 

20 thereby replacing the Sail restriction site by Pi-Pspl, Swal and Pad, This construct was 
designated pADAPT+ExSalPac linker. Furthermore, part of the left ITR of pAdApt was 
amplified by PCR using the following primers: PCLIPMSF: 5'- CCC CAA TTG GTC 
GAC CAT CAT CAA TAA TAT ACC TTA TTT TGG -3 5 (SEQ. LD. NO. _) and 
pCLIPBSRGI: 5'- GCG AAA ATT GTC ACT TCC TGT G - 3' (SEQ. LD. NO. _). The 

25 amplified fragment was digested with Muni and BsrGI and cloned into pAd5/Clip 
(described in International Patent Application W099/55132), which was partially 
digested with EcoRI and after purification digested with BsrGI, thereby re-inserting the 
left ITR and packaging signal. After restriction enzyme analysis, the construct was 
digested with Seal and SgrAI and an 800 bp fragment was isolated from gel and ligated 

30 into ScaiySgrAI digested pADAPT+ExSalPac linker. The resulting construct, designated 
pIPspSalAdapt, was digested with Sail, dephosphorylated, and ligated to the 
phosphorylated ExSalPacF/ExSalPacR double-stranded linker previously mentioned. A 
clone in which the Pad site was closest to the ITR was identified by restriction analysis 
and sequences were confirmed by sequence analysis. This novel pAdApt construct, 

35 termed pIPspAdapt thus harbours two ExSalPac linkers containing recognition sequences 
for Pad, PI-PspI and BstBI, which surround the adenoviral part of the adenoviral adapter 
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construct, and which can be used to linearize the plasmid DNA prior to cotransfection 

with adenoviral helper fragments. 

In order to further increase transgene cloning permutations, a number of 
polylinker variants were constructed based on pIPspAdapt. For this purpose, pIPspAdapt 
5 was first digested with EcoRI and dephosphorylated. A linker composed of following 
two phosphorylated and annealed oligos: Ecolinkerh 5' -AAT TCG GCG CGC CGT 
CGA CGA TAT CGA TAG CGG CCG C -3 > (SEQ. I.D. NO. _) and Ecohnker-: 5 - 
AAT TGC GGC CGC TAT CGA TAT CGT CGA CGG CGC GCC G -3' (SEQ. LD. 
NO _J was Ugated into this construct, thereby creating restriction sites for AscI, Sail, 
0 EcoRV, Clal and Notl. Both orientations of this linker were obtained, and sequences 
were confirmed by restriction analysis and sequence analysis. The plasmid containing the 
polylinker in the order 5' Hmdffl, Kpnl, Agel, EcoRI, AscI, Sail, EcoRV, Clal, Notl 
Nhel, Hpal, BamHI and Xbal was termed pIPspAdaptl while the plasmid contanung the 
polylinker in the order HindHI, Kpnl, Agel, Notl, Clal, EcoRV, Sail, AscI, EcoRI, Nhel, 
1 5 Hpal, BamHI and Xbal was termed pIPspAdapt2. 

To facilitate the cloning of other sense or antisense constructs, a linker composed 
of the following two oligonucleotides was designed, to reverse the polylinker of 
pIPspAdapt: HindXba + 5'-AGC TCT AGA GGA TCC GTT AAC GOT AC C GAA , TTC 
ACC GGT ACC AAG CTT A-3' (SEQ. I.D. NO. _J; HindXba- 5'-CTA GTA AGC 
20 TTG GTA CCG GTG AAT TCG CTA GCG TTA ACG GAT CCT CTA G-3 (SEQ. I.D. 
NO _J This linker was ligated into HindlH/Xbal digested pIPspAdapt and the correct 
construct was isolated. Confirmation was done by restriction enzyme analysis and 
sequencing. This new construct, pIPspAdaptA, was digested with EcoRI and the 
previously mentioned Ecolinker was ligated into this construct. Both orientations of this 
25 linker were obtained, resulting in P IPspAda P t3, which contains the polylinker m die order 
Xbal, BamHI, Hpal, Nhel, EcoRI, AscI, Sail, EcoRV, Clal, Notl, Agel, Kpnl and 
Hindin. All sequences were confirmed by restriction enzyme analysis and sequencing. 

Adapter plasmids based on Ad35 were Ihen constructed as follows: 
The left ITR and packaging sequence corresponding to Ad35 wt sequences nucleotides 1 
30 to 464 (FIG. 5) were amplified by PCR on wtAd35 DNA using the Mowing pnmers: 
lPrimer35Fl: 

25'-CGG AAT TCT TAA TTA ATC GAC ATC ATC AAT AAT ATA CCT TAT AG-3 
(SEQ. I.D. NO. _J 

Primer 35R2: . 
35 5'-GGT GGT CCT AGG CTG ACA CCT ACG TAA AAA CAG-3' (SEQ. I.D. NO. _J 
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Amplification introduces a PacI site at the 5' end and an Avrll site at the 3' end of the 
sequence. 

For the amplification, Platinum Pfx DNA polymerase enzyme (LTI) was used 
according to manufacturer's instructions, but with primers at 0.6 jiM and with DMSO 
5 added to a final concentration of 3%. Amplification program was as follows: 2 min. at 
94°C, (30 sec. 94°C, 30 sec. at 56°C, 1 min. at 68°C) for 30 cycles, followed by 10 min. at 
68°C. 

The PCR product was purified using a PCR purification kit (LTI) according to the 
manufacturer's instructions, and digested with PacI and Avrll. The digested fragment was 

10 then purified from gel using the GENECLEAN kit (Bio 101, Inc.). The Ad5-based 

adapter plasmid pIPspAdApt-3 was digested with Avrll and then partially with PacI and 
the 5762 bp fragment was isolated in an LMP agarose gel slice and ligated with the 
abovementioned PCR fragment digested with the same enzymes and transformed into 
electrocompetent DH10B cells (LTI). The resulting clone is designated pIPspAdApG- 

15 Ad351ITR. 

In parallel, a second piece of Ad35 DNA was amplified using the following 
primers: 

335F3: 5'- TGG TGG AGA TCT GGT GAG TAT TGG GAA AAC-3' (SEQ. LD. NO. 
_) 

20 435R4: 5'- CGG AAT TCT TAA TTA AGG GAA ATG CAA ATC TGT GAG G-3' 
(SEQ. LD. NO. _) 

The sequence of this fragment corresponds to nucleotides 3401 to 4669 of 
wtAd35 (FIG. 5) and contains 1.3kb of sequences starting directly 3' from the E1B 55k 
coding sequence. Amplification and purification wore done as previously described 

25 herein for the fragment containing the left ITR and packaging sequence. The PCR 

fragment was then digested with PacI and subcloned into pNEB193 vector (New England 
Biolabs) digested with Smal and PacI. The integrity of the sequence of the resulting clone 
was checked by sequence analysis. pNEB/Ad35pF3R4 was then digested with Bgin and 
PacI and the Ad35 insert was isolated from gel using the QIAExII kit (Qiagen). 

30 pEPspAdApt3- Ad351ITR was digested with Bglll and then partially with Pad. The 3624 
bp fragment (containing vector sequences, the Ad35 ITR and packaging sequences as 
well as the CMV promoter, multiple cloning region and polyA signal) was also isolated 
using the QIAExII kit (Qiagen). Both fragments were ligated and transformed into 
competent DH10B cells (LTI). The resulting clone, pAdApt35IP3, has the expression 

35 cassette from pD?spAdApt3 but contains the Ad35 left ITR and packaging sequences and 
a second fragment corresponding to nucleotides 3401 to 4669 from Ad35. A second 
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version of the Ad35 adapter plasmid having the multiple cloning site in the opposite 

orientation was made as follows: 

pIPspAdaptl was digested with Ndel and BglH and the 0.7 kbp band containing 
part of the CMV promoter, the MCS and SV40 polyA was isolated and inserted in the 
5 corresponding sites of P AdApt35IP3 generating pAdApt35IPl (Fig. 6). 

P AdApt35.LacZ and pAdApt35.Luc adapter plasmids were then generated by 
inserting the transgenes from pcDNALacZ (digested with Kpnl and BamHT) and 
pAdAptLuc (digested with Hindlll and BamHT) into the corresponding sites in 
P AdApt35IPl. The generation of pcDNALacZ and pAdAptLuc is described in 
10 International Patent Application W099/55132. 

Construction of cosmidoWE.Ad 35.pIX-rrTR 

FIG. 7 presents the various steps undertaken to construct the cosmid clone 
containing Ad35 sequences from bp 3401 to 34794 (end of the right 1TR) that are 

1 5 described in detail below. 

A first PCR fragment (pDC-Ndel) was generated using the following primer set: 
535F5: 5'-CGG AAT TCG CGG CCG CGG TGA GTA TTG GGA AAA C -3' (SEQ. 
I.D. NO. _) 

635R6: 5'-CGC CAG ATC GTC TAC AGA ACA G-3' (SEQ. I.D. NO. _J 
20 DNA polymerase Pwo (Roche) was used according to manufacturer's 

instructions, however, with an end concentration of 0.6 uM of both primers and using 50 
ngr wt Ad35 DNA as template. Amplification was done as follows: 2 min. at 94 °C, 30 
cycles of 30 sec. at 94 °C, 30 sec. at 65 »C and 1 min. 45 sec. at 72 "C, followed by 8 min. 
at 68 °C. To enable clonmg in the TA cloning vector PCR2.1, a last incubation with 1 unit 
25 superTaq polymerase (HT Biotechnology LTD) for 10 min. at 72 °C was performed. 

The 3370 bp amplified fragment contains Ad35 sequences from bp 3401 to 6772 
with a Noil site added to the 5' end. Fragments were purified using the PCR purification 
kit (LTI). 

A second PCR fragment (Ndel-rlTR) was generated using the following primers: 
30 735F7: 5'-GAA TGC TGG CTT CAG TTG TAA TC -3' (SEQ. I.D. NO. _J 

835R8: 5'- CGG AAT TCG CGG CCG CAT TTA AAT CAT CAT CAA TAA TAT 

ACC-3' (SEQ. I.D. NO. _) 

Amplification was done with pfx DNA polymerase (LTI) according to 
manufacturer's instructions but with 0.6 uM of both primers and 3% DMSO using 10 
35 ngr of wtAd35 DNA as template. The program was as follows: 3 min. at 94 °C and 5 
cycles of 30 sec. at 94 °C, 45 sec. at 40 °C, 2 min.45 sec. at 68 °C Mowed by 25 cycles 
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of 30 sec. at 94 °C, 30 sec. at 60 °C, 2 min.45 sec. at 68 °C. To enable cloning in the TA- 
cloning vector PCR2.1, a last incubation with 1 unit superTaq polymerase for 10 min . at 
72 °C was performed. The 1.6 kb amplified fragment ranging from nucleotides 33178 to 
the end of the right ITR of Ad35, was purified using the PCR purification kit ( LTI). 
5 Both purified PCR fragments were ligated into the PCR2. 1 vector of the TA- 

cloning kit (Invitrogen) and transformed into STBL-2 competent cells (LTI). Clones 
containing the expected insert were sequenced to confirm correct amplification. Next, 
both fragments were excised from the vector by digestion with NotI and Ndel and 
purified from gel using the GENECLEAN kit (BIO 101, Inc.). Cosmid vector pWE15 

10 (Clontech) was digested with NotI, dephosphorylated and also purified from gel. These 
three fragments were ligated and transformed into STBL2 competent cells (LTI). One of 
the correct clones that contained both PCR fragments was then digested with Ndel, and 
the linear fragment was purified from gel using the GENECLEAN kit. Ad35 wt DNA 
was digested with Ndel and the 26.6 kb fragment was purified from LMP gel using 

15 agarase enzyme (Roche) according to the manufacturer's instructions. These fragments 
were ligated together and packaged using Xl phage packaging extracts (Stratagene) 
according to the manufacturer's protocol. After infection into STBL-2 cells, colonies 
were grown on plates and analysed for presence of the complete insert. One clone with 
the large fragment inserted in the correct orientation and having the correct restriction 

20 patterns after independent digestions with three enzymes (Ncol, PvuII and Seal) was 
selected. This clone is designated pWE.Ad35.pIX-rITR. It contains the Ad35 sequences 
from bp 3401 to the end and is flanked by NotI sites (FIG. 8). 

3) Generation of Ad35 based recombinant viruses on PER.C6. 

25 Wild type Ad35 virus can be grown on PER.C6 packaging cells to very high 

titers. However, whether the Ad5-El region that is present in PER.C6 is able to 
complement El-deleted Ad35 recombinant viruses is unknown. To test this, PER.C6 cells 
were cotransfected with the above described adapter plasmid pAdApt35.LacZ and the 
large backbone fragment pWE.Ad35.pIX-rITR. First, pAdApt35.LacZ was digested with 

30 Pad and pWE.Ad35.pIX-rITR was digested with NotI. Without further purification, 4 
jigr of each construct was mixed with DMEM (LTI) and transfected into PER.C6 cells, 
seeded at a density of 5xl0 6 cells in a T25 flask the day before, using Lipofectamin (LTI) 
according to the manufacturer's instructions. As a positive control, 6jigr of Pad digested 
pWE.Ad35.pEK-rITR DNA was cotransfected with a 6.7 kb Nhel fragment isolated from 

35 Ad35 wt DNA containing the left end of the viral genome including the El region. The 
next day, medium (DMEM with 10% FBS and lOmM MgCl 2 ) was refreshed and cells 
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were further incubated. At day 2 Mowing the transfection, cells were trypsinized and 
transferred to T80 flasks. The positive control flask showed CPE at five days following 
transfection, showing that the P WE.Ad35.pIX-rITR construct is functional at least m the 
presence of Ad35-El proteins. The transfection with the Ad35 LacZ adapter plasmid and 
pWE Ad35. P rX-rITR did not give rise to CPE. These cells were harvested in the medium 
at day 10 and freeze/thawed once to release virus from the cells. 4 ml of the harvested 
material was added to a T80 flask with PER.C6 cells (at 80% confhiency) and incubated 
for another five days. This harvest/re-infection was repeated for two times but there was 

no evidence for virus associated CPE. 

From this experiment, it seems that the AdS-El proteins are not, or not well 
enough, capable of complementing Ad35 recombinant viruses, however, it may be that 
the sequence overlap of the adapter plasmid and the P WE.Ad35.pIX-rITR backbone 
plasmid is not large enough to efficiently recombine and give rise to a recombinant virus 
genome. The positive control transfection was done with a 6.7kb left end fragment and 
therefore the sequence overlap was about 3.5kb. The adapter plasmid and the 
pWE Ad35.pK-rITR fragment have a sequence overlap of 1 .3kb. To check whether the 
sequence overlap of 1 .3 kb is too small for efficient homologous recombination, a 
cotransfection was done with Pad digested pWE.Ad35.pIX-rITR and a PCR fragment of 
Ad35 wt DNA generated with the above mentioned 35F1 and 35R4 using the same 
procedures as previously described herein. The PCR fragment thus contains left end 
sequences up to bp 4669 and, therefore, has the same overlap sequences with 
pWE Ad35.pMTR as the adapter plasmid P AdApt35.LacZ, but has Ad35 El 
sequences. Following PCR column purification, the DNA was digested with Sail to 
remove possible intact template sequences. A transfection with the digested PCR product 
alone served as a negative control. Four days after the transfection, CPE occurred m die 
cells u-ansfected with the PCR product and the Ad35 pIX-rlTR fragment, and not in the 
negative control. This result shows that a 1.3kb overlapping sequence is sufficient to 
generate viruses in the presence of Ad35 El proteins. From these experiments, we 
conclude that the presence of at least one of the Ad35.El proteins is necessary to generate 
recombinant Ad35 based vectors from plasmid DNA on Ad5 complementing cell hues. 
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Example 5 

1 ) Construction of Ad35 .E 1 expression plasmids 

Since Ad5-El proteins in PER.C6 are incapable of complementing Ad35 
recombinant viruses efficiently, Ad35 El proteins have to be expressed in Ad5 
5 complementing cells (e.g., PER.C6). Alternatively, a new packaging cell line expressing 
Ad35 El proteins has to be made, starting from either diploid primary human cells or 
established cell lines not expressing adenovirus El proteins. To address the first 
possibility, the Ad35 El region was cloned in expression plasmids as described below. 

First, the Ad35 El region from bp 468 to bp 3400 was amplified from wtAd35 
1 0 DNA using the following primer set: 

135F1 1: 5'-GGG GTA CCG AAT TCT CGC TAG GGT ATT TAT ACC-3* (SEQ. LD. 
NO._) 

235F10: 5'-GCT CTA GAC CTG CAG GTT AGT CAG TTT CTT CTC CAC TG-3' 
(SEQ. LD. NO. _) 



WO 02/40665 



25 



PCT/NLOl/00824 



This PCR introduces a Kpnl and EcoRI site at the 5* end and an Sbfl and Xbal 
site at the 3' end. 

Amplification on 5 ngr. template DNA was done with Pwo DNA polymerase 
(Roche) using the manufacturer's instructions, however, with both primers at a final 
concentration of 0.6 uM. The program was as follows: 2 mm. at 94 °C, 5 cycles of 30 sec. 
at 94 °C, 30 sec. at 56 °C and 2 min. at 72 °C, followed by 25 cycles of 30 sec. at 94°C, 30 
sec. at 60 »C and 2 min. at 72 °C, followed by 10 min. at 72 °C. PCR product was purified 
by a PCR purification kit (LT1) and digested with Kpnl and Xbal. The digested PCR 
fragment was then ligated to the expression vector pRSVhbvNeo (see below) also 
digested with Kpnl and Xbal. Ligations were transformed into competent STBL-2 cells 
(LTI) according to manufacturer's instructions and colonies were analysed for the correct 
insertion of Ad35Bl sequences into the polylinker in between the RSV promoter and 
HBV polyA. 

The resulting clone was designated P RSV.Ad35-El (FIG. 9). The Ad35 sequences 
in pRSV.Ad35-El were checked by sequence analysis. 

pRSVhbvNeo was generated as follows: pRc-RSV (Invitrogen) was digested with 
PvuII dephosphorylated with TSAP enzyme (LTI), and the 3kb vector fragment was 
isolated in low melting point agarose (LMP). Plasmid pPGKneopA (FIG. 10; described in 
International Patent Application W096/35798) was digested with Sspl completely to 
linearize the plasmid and facilitate partial digestion with PvuII. Following the partial 
digestion with Pvun, the resulting fragments were separated on a LMP agarose gel and 
the 2245 bp PvuII fragment, containing the PGK promoter, neomycin-resistance gene and 
HBVpolyA, was isolated. Both isolated fragments were ligated to give the expression 
vector pRSV-pNeo that now has the original SV40prom-neo-SV40polyA expression 
cassette replaced by a PGKprom-neo-HBVpolyA cassette (FIG. 11). This plasmid was 
further modified to replace the BGHpA with the HBVpA as follows: pRSVpNeo was 
linearised with Seal and further digested with Xbal. The 1 145 bp fragment, containing 
part of the Amp gene and the RSV promoter sequences and polylinker sequence, was 
isolated from gel using the GeneClean kit (Bio Inc. 101). Next, pRSVpNeo was 
) linearised with Seal and further digested with EcoRI partially and the 3704 bp fragment 
containing the PGKneo cassette and the vector sequences were isolated from gel as 
above. A third fragment, containing the HBV polyA sequence flanked by Xbal and 
EcoRI at the 5' and 3' end respectively, was then generated by PCR amplification on 
pRSVpNeo using the following primer set: 
5 3HBV-F: 5'- GGC TCT AGA GAT CCT TCG CGG GAC GTC -3' (SEQ. I.D. NO. _J 

and 
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4HBV-R: 5'- GGC GAA TTC ACT GCC TTC CAC CAA GC -3' (SEQ. I.D. NO. _). 

Amplification was done with Elongase enzyme (LTI) according to the 
manufacturer's instructions with the following conditions: 30 seconds at 94°C, then 5 
cycles of 45 seconds at 94 °C, 1 minute at 42 °C and 1 minute 68 °C> followed by 30 
5 cycles of 45 seconds at 94 °C, 1 minute at 65 °C and 1 minute at 68 °C, followed by 10 
minutes at 68 °C. The 625 bp PCR fragment was then purified using the Qiaquick PCR 
purification kit, digested with EcoRI and Xbal and purified from gel using the 
GENECLEAN kit. The three isolated fragments were ligated and transformed into DH5a 
competent cells (LTI) to give the construct pRSVhbvNeo (FIG. 12). In this construct, the 
1 0 transcription regulatory regions of the RS V expression cassette and the neomycin 
selection marker are modified to reduce overlap with adenoviral vectors that often 
contain CMV and SV40 transcription regulatory sequences. 

2) Generation of Ad35 recombinant viruses on PER.C6 cells cotransfected with an 

15 Ad35-El expression construct 

PER.C6 cells were seeded at a density of 5 x 10 6 cells in a T25 flask and, the next 
day, transfected with a DNA mixture containing: 
1 ng pAdApt35.LacZ digested with Pad 
5 ngpRSVAd35El undigested 

20 2 jig pWE.Ad35.pDC-rITR digested with NotI 

Transfection was done using Lipofectamine according to the manufacturer's 
instructions. Five hours after addition of the transfection mixture to the cells, medium 
was removed and replaced by fresh medium. After two days, cells were transferred to 
T80 flasks and further cultured. One week post-transfection, 1 ml of the medium was 

25 added to A549 cells and, the following day, cells were stained for LacZ expression. Blue 
cells were clearly visible after two hours of staining indicating that recombinant LacZ 
expressing viruses were produced. The cells were further cultured, but no clear 
appearance of CPE was noted. However, after 12 days, clumps of cells appeared in the 
monolayer and 18 days following transfection, cells were detached. Cells and medium 

30 were then harvested, freeze-thawed once, and 1 ml of the crude lysate was used to infect 
PER.C6 cells in a 6-well plate. Two days after infection, cells were stained for LacZ 
activity. After two hours, 1 5% of the cells were stained blue. To test for the presence of 
wt and / or replicating competent viruses, A549 cells were infected with these viruses and 
further cultured. No signs of CPE were found indicating the absence of replication 

35 competent viruses. These experiments show that recombinant AdApt35.LacZ viruses 
were made on PER.C6 cells cotransfected with an Ad35-El expression construct. 
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Ad35 recombinant viruses escape neutralization in human serum containing neutralizing 

activity to Ad5 viruses. , 

The AdApt35.LacZ vimses were then used to investigate infection m the presence 

of serum that contains neutralizing activity to Ad5 viruses. Purified Ad5-based LacZ 
S virus served as a positive control for NA. Hereto, PER.C6 cells were seeded m a 24-wells 
plate at a density of 2x10 s cells/well. The next day, a human serum sample with high 
neutralizing activity to Ad5 was diluted in culture medium in five steps of five tunes 
o^utions.0.5mlofdUutedserumwasthenmixedwith4xlO virus particles 
AdAptS LacZ virus in 0.5 ml medium and after 30 minutes of incubation at 37 C, 0.5 ml 
0 of the mixture was added to PER.C6 cells in duplicate. For the AdA P t35.LacZ viruses, 
0 5 ml of the diluted serum samples were mixed with 0.5 ml crude lysate containing 
AdApt35.LacZ virus and after incubation 0.5 ml of this mixture was added to PER.C6 
cells in duplo. Virus samples incubated in medium without serum were used as posiuve 
controls for infection. After two hours of infection at 37 'C, medium was added to reach a 
15 final volume of 1 ml and cells were further incubated. Two days after infection, cells 
were stained for LacZ activity. The results are shown in Table II. From these results, it is 
clear that whereas AdAptS.LacZ viruses are efficiently neutralized, AdApt35.LacZ 
viruses remain infectious irrespective of the presence of human serum. This proves that 
recombinant Ad35-based viruses escape neutralization in human sera that contain NA to 
20 Ad5-based viruses. 

Example 6 

Ggngrgtiot] olcdU lings capable o f com plementer Fl-deleted Ad35 viruses 

Operation of pJ^13j andpIG270 
25 Construct pIG.ElA.ElB (FIG. 13) contains El region sequences of Ad5 

corresponding to nucleotides 459 to 3510 of the wt Ad5 sequence (Genbank accession 
number M72360) operatively linked to the human phosphoglycerate kinase promoter 
("PGK") and the Hepatitis B Virus polyA sequences. Tne generation of this construct is 
described in International Patent Application No. WO97/00326. The El sequences of 
30 AdSwerereplacedbyconespondingsequencesof Ad35 as follows. P RSV.Ad35-El 
(described in Example 5) was digested wuh EcoRI and Sse8387I and the 3 kb fragment 
corresponding to the Ad35 El sequences was isolated from gel. Construct pIG.ElA.ElB 
was digested with Sse8387I completely and partially with EcoRI. The 4.2 kb fragment 
corresponding to vector sequences without the Ad5 El region but retaining the PGK 
35 promoter were separated from other fragments on LMP agarose gel and me correct band 
was excised from gel. Both obtained fragments were ligated resulting in P IG.Ad35-El . 
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This vector was further modified to remove the LacZ sequences present in the 
pUCl 19 vector backbone. Hereto, the vector was digested with BsaAI and BstXI and the 
large fragment was isolated from gel. A double stranded oligo was prepared by annealing 
the following two oligos: 

5 1BB1: 5*-GTG CCT AGG CCA CGG GG-3* (SEQ. ID. NO. _J and 
2BB2: 5'-GTG GCC TAG GCA C-3' (SEQ. I.D. NO. _). 

Ligation of the oligo and the vector fragment resulted in construct pIG135 (FIG. 
14). Correct insertion of the oligo restores the BsaAI and BstXI sites and introduces a 
unique Avrll site. Next, we introduced a unique site at the 3' end of the Ad35-El 

1 0 expression cassette in pIGl 35. Hereto, the construct was digested with Sapl and the 3 ' 
protruding ends were made blunt by treatment with T4 DNA polymerase. The thus 
treated linear plasmid was further digested with BsrGI and the large vector-containing 
fragment was isolated from gel. To restore the 3 9 end of the HBVpolyA sequence and to 
introduce a unique site, a PCR fragment was generated using the following primers: 

15 3270F: 5'- CAC CTC TGC CTA ATC ATC TC -V (SEQ. LD. NO. _) and 

4270R: 5'- GCT CTA GAA ATT CCA CTG CCT TCC ACC -3' (SEQ. I.D. NO. _J. 

The PCR was performed on pIG.Ad35.El DNA using Pwo polymerase (Roche) 
according to the manufacturer's instructions. The obtained PCR product was digested 
with BsrGI and dephosphorylated using Tsap enzyme (LTI), the latter to prevent insert 

20 dimerization on the BsrGI site. The PCR fragment and the vector fragment were ligated 
to yield construct pIG270 (FIG. 15). 

Ad35 El sequences are capable of trans forming rat primary cells 

New born WAG/RIJ rats were sacrificed at 1 week of gestation and kidneys were 

25 isolated. After careful removal of the capsule, kidneys were disintegrated into a single 
cell suspension by multiple rounds of incubation in trypsin/EDTA (LTI) at 37 °C and 
collection of floating cells in cold PBS containing 1% FBS. When most of the kidney was 
trypsinized all cells were re-suspended in DMEM supplemented with 10% FBS and 
filtered through a sterile cheesecloth. Baby Rat Kidney (BRK) cells obtained from one 

30 kidney were plated in 5 dishes (Greiner, 6 cm). When a confluency of 70-80% was 
reached, the cells were transfected with 1 or 5 figr DNA/dish using the CaPCU 
precipitation kit (LTI) according to the manufacturer's instructions. The following 
constructs were used in separate transfections: pIG.ElA.ElB (expressing the Ad5-El 
region), pRSV.Ad35-El, pIG.Ad35-El and pIG270 (expressing the Ad35-El region). 

35 Cells were incubated at 37 °C, 5% CO2 until foci of transformed cells appeared. Table III 
shows the number of foci that resulted from several transfection experiments using 
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circular or linear DNA. As expected, the Ad5-El region efficiently transformed BRK 
cells. Foci also appeared in the Ad35-El transfected cell layer although with lower 
efficiency. The Ad35 transformed foci appeared at a later time point: ~2 weeks post 
transfection compared with 7-10 days for AdS-El. These experiments clearly show that 
5 the El genesoftheB group virus Ad3 5 are capahle of transforming primary rodent cells. 
This proves the functionality of the Ad35-El expression constructs and confirms earlier 
findings of the transforming capacity of the B-group viruses Ad3 and Ad7 (Dijkema, 
1979) To test whether the cells in the foci were really transformed a few foci were 
picked and expanded. From the 7 picked foci at least 5 turned out to grow as established 

10 cell lines. 

■ 

Generation of new packaging cells derived from primary human amniocytes 

Amniotic fluid obtained after amniocentesis was centrifuged and cells were re- 
suspended in AmnioMax medium (LTI) and cultured in tissue culture flasks at 37 °C and 
15 10 % C0 2 . When cells were growing nicely (approximately one cell division/24 hrs.), the 
medium was replaced with a 1 : 1 mixture of AmnioMax complete medium and DMEM 
low glucose medium (LTI) supplemented with Glutamax I (end concentration 4mM, LTI) 
and glucose (end concentration 4.5 gr/L, LTI) and 10% FBS (LTI). For transfection ~ 
5x10 s cells were plated in 10 cm tissue culture dishes. The day after, cells were 
20 transfected with 20 pgr of circular pIG270/dish using the CaP0 4 transfection kit (LTI) 
according to manufacturer's instructions and cells were incubated overnight with the 
DNA precipitate. The following day, cells were washed 4 times with PBS to remove the 
precipitate and further incubated for over three weeks until foci of transformed cells 
appeared Once a week the medium was replaced by fresh medium Other transfection 
25 agents like, but not limited to, LipofectAmine (LTI) or PEI (Polyemylenimine, high 

molecular weight, water-free, Aldrich) were used. Of these three agents PEI reached the 
best transfection efficiency on primary human amniocytes: -1% blue cells 48 hrs. 
Following transfection of pAdApt35. LacZ. 

Foci are isolated as follows. The medium is removed and replaced by PBS after 
30 which foci are isolated by gently scraping the cells using a 50-200 pi Gilson pipette with 
a disposable filter tip. Cells contained in -10 uml PBS were brought in a 96 well plate 
containing 1 5 pi trypsin/EDTA (LIT) and a single cell suspension was obtained by 
pipetting up and down and a short incubation at room temperature. After addition of 200 
pi of the above described 1:1 mixture of AmnioMax complete medium and DMEM with 
35 supplements and 10% FBS, cells were further incubated. Clones that continued to grow 
were expanded and analysed their ability to complement growth of El-deleted adenoviral 
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vectors of different sub-groups, specifically ones derived from B-group viruses 
specifically from Ad35 or Adl 1. 

Generation of new packaging cell lines from HER cells 
5 HER cells are isolated and cultured in DMEM medium supplemented with 1 0% 

FBS (LTI). The day before transfection, ~5xl 0 5 cells are plated in 6 cm dishes and 
cultured overnight at 37 °C and 10% C0 2 . Transfection is done using the CaP0 4 
precipitation kit (LTI) according to the manufacturer's instructions. Each dish is 
transfected with 8-10 ^uagr p IG2 7 0 DNA, either as a circular plasmid or as a purified 

1 0 fragment. To obtain the purified fragment, pIG270 was digested with Avrll and Xbal and 
the 4 kb fragment corresponding to the Ad35 El expression cassette was isolated from 
gel by agarase treatment (Roche). The following day, the precipitate is washed away 
carefully by four washes with sterile PBS. Then fresh medium is added and transfected 
cells are further cultured until foci of transformed cells appear. When large enough (>100 

15 cells) foci are picked and brought into 96-wells as described above. Clones of 

transformed HER cells that continue to grow, are expanded and tested for their ability to 
complement growth of El -deleted adenoviral vectors of different sub-groups specifically 
ones derived from B-group viruses specifically from Ad35 or Adl 1. 

20 New packaging cell lines derived from PER. C6 

As described in Example 5, it is possible to generate and grow Ad35 El-deleted 
viruses on PERC6 cells with cotransfection of an Ad35-El expression construct, e.g. 
pRSV.Ad35.El. However, large-scale production of recombinant adenoviruses using this 
method is cumbersome because, for each amplification step, a transfection of the Ad35- 

25 El construct is needed. In addition, this method increases the risk of non-homologous 
recombination between the plasmid and the virus genome with high chances of 
generation of recombinant viruses that incorporate El sequences resulting in replication 
competent viruses. To avoid this, the expression of Ad35-El proteins in PER.C6 has to 
be mediated by integrated copies of the expression plasmid in the genome. Since PER.C6 

30 cells are already transformed and express Ad5-El proteins, addition of extra Ad35-El 
expression may be toxic for the cells, however, it is not impossible to stably transfect 
transformed cells with El proteins since Ad5-El expressing A549 cells have been 
generated. 

In an attempt to generate recombinant adenoviruses derived from subgroup B 
35 virus Ad7, Abrahamsen et al (1 997) were not able to generate El -deleted viruses on 293 
cells without contamination of wt Ad7. Viruses that were picked after plaque purification 
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on 293-ORF6 cells (Brough et aL, 1996) were shown to have incorporated Ad7 E1B 
sequences by non-homologous recombination. Thus, efficient propagation of Ad7 
recombinant viruses proved possible only in the presence of Ad7-E1B expression and 
Ad5-E4-ORF6 expression. The E1B proteins are known to interact with cellular as well 
as viral proteins (Bridge et al, 1993; White, 1995). Possibly, the complex formed 
between (he BIB 55Kprotein and E4-ORF6 which is necessary to increase mRNA export 
of viral proteins and to inhibit export of most cellular mRNAs, is critical and in some way 
serotype specific. The above experiments suggest that the E1A proteins of Ad5 are 
capable of complementing an Ad7-E1A deletion and that Ad7-E1B expression in 
adenovirus packaging cells on itself is not enough to generate a stable complementing 
cell line. To test whether one or both of the Ad35-E1B proteins is/are the limiting factor 
in efficient Ad35 vector propagation on PER.C6 cells, we have generated an Ad35 
adapter plasmid that does contain the E1B promoter and E1B sequences but lacks the 
promoter and the coding region for El A. Hereto, the left end of wtAd35 DNA was 
5 amplified using the primers 35F1 and 35R4 (both described in Example 4) with Pwo 
DNA polymerase (Roche) according to the manufacturer's instructions. The 4.6 kb PCR 
product was purified using the PCR purification kit (LTI) and digested with SnaBI and 
Apal enzymes. The resulting 4.2 kb fragment was then purified from gel using the 
QIAExH kit (Qiagen). Next, P AdApt35IPl (Example 4) was digested with SnaBI and 
0 Apal and the 2.6 kb vector-containing fragment was isolated from gel using the 
GeneClean kit (BIO 101, Inc). Both isolated fragments were ligated to give 
pBr/Ad35 leftlTR-pIX (FIG.16). Correct amplification during PCR was verified by a 
functionality test as Mows: The DNA was digested with BstBI to liberate the Ad35 
insert from vector sequences and 4 ng ofthisDNAwasco-transfectedwith4 ug of 
15 NotI digested pWE/Ad35.pLX-rITR (Example 4) into PERC6 cells. The transfected cells 
were passaged to T80 flasks at day 2 and again two days later CPE had formed showmg 
that the new P Br/Ad35.1efUTR-prX construct contains functional El sequences. The 
pBr/Ad35.1eftrTR-pK construct was then further modified as follows. The DNA was 
digested with SnaBI and Hindffl and the 5' Hindfi overhang was filled in using Klenow 
30 enzyme Religation of the digested DNA and transformation into competent cells (LTI) 
gave construct pBr/Ad351eftnR-pIXADE 1 A (FIG. 17). This latter construct contains the 
left end 4.6 kb of Ad35 except for E1A sequences between bp 450 and 1341 (numbering 
according to wtAd35, FIG. 5) and thus lacks the El A promoter and most of the El A 
coding sequences. pBr/Ad35.1eftITR-pIXADE 1 A was then digested with BstBI and 2 ug 
35 of this construct was co-transfected with 6 unigr of NotI digested 
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pWE/Ad35 .pIX-rlTR (Example 4) into PER.C6 cells. One week following 
transfection foil CPE had formed in the transfected flasks. 

This experiment shows that the Ad35~El A proteins are functionally 
complemented by Ad5-El A expression in PER.C6 cells and that at least one of the Ad35- 

5 E1B proteins cannot be complemented by Ad5-El expression in PER.C6. It further 
shows that it is possible to make a complementing cell line for Ad35 El-deleted viruses 
by expressing Ad35-E1B proteins in PER.C6. Stable expression of Ad35-E1B sequences 
from integrated copies in the genome of PER.C6 cells may be driven by the E1B 
promoter and terminated by a heterologous poly-adenylation signal like, but not limited 

10 to, the HBVpA. The heterologous pA signal is necessary to avoid overlap between the 
E1B insert and the recombinant vector, since the natural E1B termination is located in the 
pIX transcription unit that has to be present on the adenoviral vector. Alternatively, the 
E1B sequences may be driven by a heterologous promoter like, but not limited to the 
human PGK promoter or by an inducible promoter like, but not limited to the 7xtetO 

15 promoter (Gossen and Bujard, 1992). Also in these cases the transcription termination is 
mediated by a heterologous pA sequence, e.g. the HBV pA. The Ad35-E1B sequences at 
least comprise one of the coding regions of the E1B 21K and the E1B 55K proteins 
located between nucleotides 161 1 and 3400 of the wt Ad35 sequence. The insert may also 
include (part of the) Ad35-E1B sequences between nucleotides 1550 and 161 1 of the wt 

20 Ad35 sequence. 

Example 7 

Ad35-based viruses deleted for El A and El B-21K genes efficiently propagate on Ad5 
complementing cell lines. 

25 The generation of Ad35-based viruses that are deleted for E1A and retain the full 

E1B region is described in Example 6 of this application. Such viruses can be generated 
and propagated on the Ad5 complementing cell line PER.C6. The E1B region comprises 
partially overlapping coding sequences for the two major proteins 21 K and 55K (Bos et 
al. 9 1981). Whereas during productive wt adenoviral infection both 21K and 55K are 

30 involved in counteracting the apoptose-inducing effects of E1A proteins, the E1B 55K 
protein has been suggested to have additional functions during the late phase of virus 
infection. These include the accumulation of viral mRNAs, the control of late viral gene 

■ 

expression and the shutoff of most host mRNAs at the level of mRNA transport (Babiss 
et al. 9 1984, 1985; Pilder et al., 1986). A complex formed between E1B-55K and the 
35 ORF6 protein encoded by the adenovirus early region 4 (Leppard and Shenk, 1989; 
Bridge and Ketner, 1990) exerts at least part of these functions. 
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To analyze which of the E1B proteins is required for propagation of Ad35-E1A 
deleted recombinant viruses on PBR.C6 packaging cells, the E1B region in construct 
P Br.Ad35.1eMTR-pIXAElA (see Example 6 and FIG. 17) was further deleted. A first 
construct, pBr.Ad35A21K, retains the full E1B-55K sequence and is deleted for ElA 
and E1B-21K. Hereto, P Br.Ad35.1eftITR-pIXAElA was digested with Ncol and BspEl 
and the 5 KB vector fragment was isolated from agarose gel using the geneclean kit (BIO 
101, Inc.) according to the manufacturer's instructions. Then a PCR fragment was 
generated with P Br.Ad35.1eftITR-pIXAElA as template DNA using the following 

primers: 

135D21 : 5'- TTA GAT CCA TGG ATC CCG CAG ACT C-3' (SEQ. I.D. NO. _J and 
235B3: 5'- CCT CAG CCC CAT TTC CAG-3' (SEQ. LD. NO. __). 
3Amplification was done using Pwo DNA polymerase (Roche) according to 
manufacturer's recommendations with the addition of DMSO (final concentration 3%) in 
the reaction mixture. The PCRprogram was as follows: 94°C for 2', then 30 cycles of 
94°C for 30", 58°C for 30" and 72°C for 45" and a final step at 68°C for 8' to ensure 
blunt ends. 

' This PCR amplifies Ad35-E1B sequences from nucl. 1908 to 2528 (sequence 
Ad35, FIG. 5) and introduces an Ncol site at the start codon of the E1B-55K coding 
sequence (bold in primer 35D21). The 620 bp PCR fragment was purified using the PCR 
20 purification kit (Qiagen) and then digested with Ncol and BspEI, purified from agarose 
gel as above and ligated to the above described NcoI/BspEl digested vector fragment to 
givepBr.Ad35A21K (FIG. 18). 

Since tiie coding regions of the 21K and 55K proteins overlap, it is only possible 
delete part of the 55K coding sequences while retaining 21K. Hereto, P Br.Ad35.1eftITR- 
25 pDCAE 1 A was digested with Bglll and the vector fragment was religated to give 

P Br.Ad35A55Kl (FIG. 19). This deletion removes E1B coding sequences from nucl. 
2261 to 3330 (Ad35 sequence in FIG. 5). In this construct the N-terminal 1 15 amino 
acids are retained and become fused to 21 additional amino acids out of the proper 
reading frame before a stop codon is encountered. The 21K coding region is intact in 

30 construct pBr.Ad35A5 5 Kl . 

A third construct that has a deletion of ElA, 21K and most of the 55K sequences 
was generated as follows. P Br.Ad35.1eftITR-pIX (FIG. 16) was digested with SnaBI and 
Mfel (isoschizomer of Muni) and the 5' overhang resulting from the Mfel digestion was 
filled in using Klenow enzyme. The 4.4 kb vector fragment was isolated from gel using 

35 the geneclean kit (Bio 101, Inc.) according to the manufacturer's instructions and 
religated to give construct P BrAd35ASM (FIG. 20). In mis construct, the Ad35 
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sequences between nucl. 453 and 2804 are deleted thus 596 nucl. of the 3' end of Elb- 
55K are retained. A further deletion of 55K sequences was made in construct 
pBr.Ad35AElA . AE1B by digestion of pBr.Ad35.1eftITR-pK with SnaBI and Bglll, 
Klenow treatment to fill in the Bglll cohesive ends, and religation. FIG. 21 shows a 

5 schematic representation of the above mentioned constructs. 

To test whether Ad35-based viruses can be generated with these constructs, each 
of the constructs was cotransfected with NotI digested pWE.Ad35pIX-rITR (see Example 
4) onto PER.C6 cells. Hereto, the respective fragments were PCR amplified using 
primers 35F1 and 35R4 (see, Example 4). This PCR amplification was done since some 

10 of the constructs were difficult to isolate in large enough quantities. In this way, equal 
quality of the different adapter fragments was ensured. For the amplification Pwo DNA 
polymerase (Roche) was used according to the manufacturer's instructions but with 
DMSO (3% final concentration)added to the PCR mixture. Of each template - 50 ng 
DNA was used. The conditions for the PCR were as follows: 94°C for 2', then 5 cycles of 

15 94°C for 30", 48°C for 45" and 72°C for 4' followed by 25 cycles of 94°C for 30", 
60°C for 30' 1 and 72°C for 4* and a final step at 68°C for 8' . 
4PCR fragments were generated from pBr.Ad351eftiTR-pIX, pBr.Ad35.1eftITR- 
pIXAElA, pBr . Ad35A21K, pBr . Ad35A55Kl, pBr . Ad35ASM and 
pBr . Ad3 5 AE 1 AAE IB. All fragments were using the PCR purification kit (Qiagen) 

20 according to manufacturer's instructions and final concentrations were estimated on EtBr 
stained agarose gel using the Eagle Eye II Still Video system and EagleSight software 
(Stratagene) with the SmartLadder molecular weight marker (Eurogentec) as reference. 
PER.C6 cells were seeded at a density of 2.5x1 0 6 cells in a T25 culturing flask in DMEM 
containing 10% fetal calf serum (FCS) and lOmM MgS0 4 and cultured in a humidified 

25 stove at 37°C, 10% C0 2 . The next day, 3 mg of each of the PCR fragments was 
cotransfected with 5 jigr NotI digested pWE.Ad35pIX-rITR using 
LipofectAmine (GIBCO, Life Technologies Inc.) according to the manufacturer's 
instructions. Two days after the transfection, all cells were passed to a T80 flask and 
further cultured. Cultures were then monitored for the appearance of CPE. In line with 

30 the outcome of previous experiments described in Examples 4 and 6, pBr.Ad35.1eftTTR- 
pDC and pBr.Ad35.1eftITR-pIXAElA showed almost full CPE within one week 
following transfection. Of the fragments with different E1B deletions only 
pBr.Ad35A2 IK showed CPE at the same time as the above two fragments. Constructs 
pBr.Ad35A55Kl, pBr.Ad35ASM and pBr . Ad35AElAAElB did not give CPE at 

35 all, also not after harvesting by freeze-thawing and re-infection of the crude lysate onto 
fresh PER.C6 cells. 
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From these experiments, it can be concluded that Ad35-E1B-55K, and not E1B- 
21K, is necessary for generation and propagation of Ad35-based viruses on Ad5 
complementing cell lines. Therefore, Ad35-based viruses having a deletion of the E1A 
and E1B 21K genes and having the E1B-55K gene or a functional fragment thereof, can 
be grown on Ad5 complementing cell lines. Alternatively, Ad35-based viruses canbe 
grown on PER.C6 cells that stably express the full E1B region or the E1B-55K gene or a 
functional fragment thereof. The Ad35 E1B-55K gene or functional parts thereof may be 
expressed from a heterologous promoter, like, but not limited to, the human PGK 
promoter, the human cytomegalovirus immediate early promoter (CMV), Rous sarcoma 
virus promoter, etc. and terminated by a heterologous poly adenylation sequence (pA), 
like but not limited to the hepatitis B virus poly adenylation sequence (HBVpA), the 
Simian Virus 40 poly adenylation sequence (SV40pA), etc. As non-limiting examples 
PER.C6 cells that express the Ad35-E1B region driven by the E1B promoter and 
HBVpA PER.C6 cells that express the Ad35-E1B region driven by the human PGK 
promoter and HBVpA and PER.C6 cells that express a functional fragment of Ad35 E1B- 
55K driven by the human PGK promoter and HBVpA are described below. 



Generation ofpIG35BL andpIG35BS 

We describe the generation of two expression constructs, pIG.35BS and 
20 pIG.35BL, that both carry the Ad35-E1B genes and a neomycin selection marker. The 
two constructs differ in the length of the fragment containing the E1B promoter. In 35BL 
the promoter fragment is longer and includes the 3' end of the E1A region (103 nucl. 
coding sequence and pA). The E1B region is terminated by the HBVpolyA, the neo r 
gene is driven by a hPGKpromoter/HBVpA cassette. 
25 pIG.35BL was made as follows. Construct pRSVAd35El (described in Example 5, FIG. 
9) was digested with Nrul and HindlH and the protruding ends were filled in by Klenow 
treatment. The 7 kb vector fragment was separated from the smaller fragment on gel and 
isolated using the geneclean kit (BIO 101,Inc.). After religation of the DNA and 
transformation into competent STBL2 cells (Gibco, LTI) correct clones were isolated. 
30 pIG.35BL (FIG. 22) contains 273 nucl. upstream of the start site of the E1B-21K coding 
region. 

pIG.35BS was made in the same way as pIG.35BL except that pRSV Ad35El was 
digested with Nrul and Hpal (both enzymes leave blunt ends), resulting in a shorter 
fragment upstream of the coding region of E1B-21K: 97 nucleotides. 
35 To generate Ad35-E1B expressing cells, PER.C6 cells were seeded in 10 cm dishes at 
1x10 s cells/dish. Two days later cells were transfected with Seal linearised constructs. 
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Four dishes were transfected with 1 and four with 2 jag DNA (total of 1 6 dishes; 
Lipofectamine (Gibco, LIT), no carrier DNA used) according to the manufacturer's 
instructions. The next day, transfected cells received G41 8-containing medium (0.75 
mg/ml). Control transfections using LacZ expression constructs (2 jag ) were stained 

5 after 48 hrs and showed a transfection efficiency of -25%. Four days following addition 
of selection medium untransfected cells started to die and again three days later clones 
were becoming visible. A week later, the first clones were picked. Transfection with 1 ^g 
resulted in less and also initially smaller clones (total -20 clones/dish against >50 
clones/dish for the transfection with 2 pig DNA). The positive control transfection using 

10 2 pg pcDNA3 (Invitrogen) resulted in - 50 clones. 

In total, 120 clones were picked and 107 were succesfully established (55 from pIG35BS 
and 52 frompIG35BL). 

Generation of pIG35Bneo 

1 5 pIG3 5Bneo is an Ad3 5-E 1 B expression plasmid from which the E 1 B genes are 

expressed from a heterologous promoter (hPGK) and that also contains a neomycin 
resistance expression cassette. To avoid instability of the plasmid due to recombination 
events on homologous sequences, the RSV promoter drives the neo r gene. To achieve 
this, construct pRSVhbv.Neo (described in Example 5, FIG. 12) was digested with Seal 

20 and BamHI and protruding ends were filled in using Klenow enzyme. The 1070 bp 

fragment containing part of the Ampicilin gene and the RSV promoter was isolated from 
gel using the geneclean kit (BIO 101, Inc.). Next, pRSVhbvNeo was digested with Seal 
and EcoRI, blunted with Klenow and the 3.2 kb fragment containing the neo gene, 
HB VpA, vector and part of the Ampicilin gene was isolated as above. The two fragments 

25 were then ligated to give pRSVneo4 (FIG. 23). Construct pIG270 (FIG. 1 5, described in 
Example 6) was then digested with EcoRI and Ncol and sticky ends were blunted with 
Klenow enzyme. The vector-containing fragment was isolated from gel as described 
above and religated to give pIG270delEl A. This construct was digested with Avrll and 
Xbal and protruding ends were filled in using Klenow enzyme. The 2.9 kb fragment 

30 containing the hPGK promoter and Ad35.ElB sequences was isolated from gel as above. 
Next, pRSVneo4 was digested with Bgin, blunted with Klenow enzyme, 
dephosphorylated and isolated from gel. The blunted Avrll/Xbal Ad35.ElB fragment 
was then ligated with the above prepared pRS Vneo4 vector fragment and resulting clones 
were analysed. One clone that contained both expression cassettes in the same 

35 orientation was choosen and named pIG35Bneo (FIG. 24). Detailed analysis of this clone 
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revealed that an extra Bgffl site was present probably due to an incomplete Klenow 
reaction (BglH site at nucl 2949 in FIG. 24). 

Generation of pIG35.55K 
5 Construct pIG35.55K is similar to pIG35Bneo, however, it lacks the coding 

region of Ad35.ElB-21K. Hereto, both the E1A and E1B-21K sequences are first deleted 

from pIG270 as follows: 

Construct pIG270 is digested with EcoRL. treated with Klenow enzyme and 
purified using a PCR purification kit (Qiagen) according to the manufacturer's 
10 instructions. The recovered DNA is then digested with Agel and the ~5 kb vector 

fragment was isolated from gel as above. Next, Ad35 E1B-55K sequences sre amplified 
by PCR on pIG270 template DNA using the following primers: 
535D21 : 5'- TTA GAT CCA TGG ATC CCG CAG ACT C-3' (SEQ. LD. NO. _) and 
635B3: 5'- CCT CAG CCC CAT TTC CAG-3' (SEQ. LD. NO. _). 
15 The conditions used for the amplification are as previously described. The PCR fragment 
is purified using the PCR purification kit (Qiagen) and digested with Ncol. Following 
Klenow treatment to fill in the protruding ends, the DNA is further digested with Agel 
and again column purified. The thus treated PCR fragment is then cloned into the above 
prepared EcoRI/Agel digested vector fragment to give P IG270.AElAA2 IK . The last 
20 steps to obtain pIG35.55K (FIG. 25) are equivalent to the last steps described above for 
the generation of pIG35Bneo starting with P IG270.AE1AA2 IK instead of 
pIG270.AElA. 

pIG35.55K is then linearized with Seal and used to transfect PER.C6 cells as 
described above. Clones that are resistent to G418 selection are picked and analysed for 
25 their ability to complement the propagation of El-deleted Ad35 viruses. 

Example 8 

New packaging cell lines for the generation and propagation of El-deleted Ad35- 
based vectors derived from primary human cells. 

30 The complete morphological transformation of primary cells by adenovirus El 

genes is the result of the combined activities of the proteins encoded by the El A and E1B 
regions. The roles of the different El proteins in lytic infection and in transformation 
have been studied extensively (reviewed in Zantema and van der Eb, 1995; White, 1995, 
1996). The adenovirus El A proteins are essential for transformation of primary cells. 

35 The El A proteins exert this effect through direct interaction with a number of cellular 
proteins that are involved in regulation of transcription. These include the pRB family of 
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proteins, p300/CBP and TATA binding protein. In addition to this E1A increases the 
level of p53 protein in the cells. In the absence of adenovirus E1B activity the rise in p53 
levels leads to the induction of apoptosis. Both proteins encoded by the E1B region 
counteract the induction of apoptosis although by different mechanisms. E1B-21K seems 

5 to counteract apoptosis in a manner similar to Bcl-2 via interaction with the effector 
proteins downstream in the apoptosis pathway (Han et aL, 1996), whereas E1B-55K 
functions through direct interaction with p53. Importantly, the molecular mechanism by 
which the E1B-55K proteins of Ad2 and 5 (subgroup C) and Adl2 (subgroup A) function 
in the ability to neutralise p53 may differ. Whereas Ad5 E1B-55K binds p53 strongly 

10 and the complex localises to the cytoplasm, Adl2 E1B-55K binds p53 weakly and both 
proteins are localised in the nucleus (Zantema et aL, 1985; Grand etaL, 1999). Both 
proteins, however, inhibit the transactivation of other genes by p53 (Yew and Berk, 
1992). 

In rodent cells, the activity of El A together with either E1B-21K or 55K is 

1 5 sufficient for full transformation although expression of both E1B proteins together is 
twice as efficient (Rao et aL, 1992; ). In human cells however, the activity of the E1B- 
55K protein seems to be more important given the observation that E1B-55K is 
indispensible for the establishment of transformed cells (Gallimore, 1986). 
Example 6 hereof describes the generation of pIG270. In this construct the Ad35-El 

20 genes are expressed from the hPGK promoter and transcription is terminated by the 
HB VpA. The hPGK promoter constitutes a HincII-EcoRI fragment of the promoter 
sequence described by Singer-Sam et aL (1984). The HBVpA is located in a BamHI- 
Bglll fragment of the Hepatitis B virus genome (Simonsen and Levinson, 1983; see also 
Genbank HBV-AF090841). As mentioned before, the promoter and polyadenylation 

25 sequences of the El expression constructs described in this invention may be derived 
from other sources whithout departing from the invention. Also, other functional 
fragments of the hPGK and HBVpA sequences mentioned above may be used. 

The functionality of pIG270 was shown by transformation of primary Baby Rat 
Kidney cells (BRK). Comparison with an equivalent Ad5-El expression construct 

30 learned that Ad35-El genes were less efficient in transforming these cells. The same has 
been found for the El genes of Adl2 (Bernards et aL, 1982). 

It is unclear which El protein(s) determine(s) the difference in transformation 
efficiency of El sequences observed for adenoviruses from different subgroups. In the 
case of Adl2, transfection studies with chimeric E1A/E1B genes suggested that the 

35 efficiency of transformation of BRK cells was determined by the El A proteins (Bernards 
et aL, 1982). The E1B-55K protein is shown infra to contain serotype-specific functions 
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necessary for complementation of El-deleted adenoviruses. If these functions are related 
to the regulation of mKNA distribute or another late viral function, it is unlikely that 
these are involved in the transformation efficiency. 

Analysis of functional domains in the Ad2 or Ad5 E1B-55K proteins using 
i insertion mutants have revealed that functions related to viral replication, late protein 
synthesis and host protein shut-off are not confined to specific domains but are 
distributed along the protein (Yew et a/., 1990). Using the same set of mutants, the 
domains important for interaction with p53 and E4-Orf6 were found to be more 
restricted. In addition to one common binding region (amino acids 262 to 326), p53 
0 binding was affected by mutations at aa 1 80 and E4-Orf6 binding was affected by 
mutations at aa 143 (Yew and Berk, 1992; Rubenwolf et aL, 1997). 

Altogether these results indicate that it is difficult to separate the E1B-55K 
functions related to transformation (p53 binding) and late protein synthesis (Orf6 

binding). . 
15 The invention discloses new El constructs that combine the high efficiency of 

transformation of one serotype with the serotype-specific complementation function of 
another serotype. These new constructs are used to transform primary human embryonic 
retinoblast cells and human amniocytes. 

20 The generation ofpIG535, pIG635 andpIG735 

Construct P IG535 contains the Ad5 El A region and E1B promoter sequences 
linked to the Ad35 E1B sequences. Hereto, pIG270 (FIG. 15; see example 6) was 
digested with EcoRI and Ncol. The 5.3 kb vector fragment was then isolated from gel 
using the geneclean kit (BIO Inc. 101) according to the instructions of the manufacturer. 
25 Next, construct P IG.E1A.E1B (FIG. 13; see example 6) was digested with EcoRI and 
Xbal and the resulting 890 bp fragment was isolated as above. A third fragment was 
generated by PCR amplification on pIG.ElA.ElB using the following primers: 
15E1A-F- 5'- GAG ACG CCC GAC ATC ACC TG -3' (SEQ. ID. NO. _J and 
25E1B-R 5'- CAA GCC TCC ATG GGG TCA GAT GTA AC -3' (SEQ. I.D. NO. _J. 
30 3The Mowing PCR program was used: 94°C for 2' Mowed by 30 cycles of 94°C for 
30", 60 °C for 30" and 72 °C for 1\ and a final step at 72°C for 10' to ensure blunt ends. 

The resulting 400 bp PCR fragment was digested with Xbal and Ncol. After gel 
isolation as above, the three fragments were ligated and transformed into STBL-2 
bacteria. One colony containing all three fragments in the correct order was selected and 
35 designated pIG535 (FIG. 26). 
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Construct pIG635 contains the Ad5 El A and a chimeric Ad5-Ad35 E1B region 
such that the 21K sequence is essentially from Ad5 and linked to the Ad35 E1B-55K 
sequences as far as not overlapping with the 21K sequences. First, part of the Ad5 El 
sequences are amplified by PCR using pIG.ElA.ElB as template and the following 
5 primers: 

45AK: 5'- GAG CGA AGA AAC CCA TCT GAG -3' (SEQ. LD. NO. _J and 
521 55R: 5'- GGT CCA GGC CGG CTC TCG G -3' (SEQ. LD. NO. _). Amplification 
is accomplished with Pwo DNA polymerase (Roche) according to manufacturer's 
instructions. The 210 bp fragments is then purified from the primer sequences using the 
1 0 PCR purification kit (Qiagen). 

A second PCR fragment is amplified from pIG270 DNA as described above but 
with the following primers: 

62155F: 5'- CCG AGA GCC GGC CTG GAC -3' (SEQ. LD. NO. _) and 

735F10: 5'- GCT CTA GAC CTG CAG GTT AGT CAG TTT CTT CTC CAC TG -3' 

15 (SEQ.I.D.NO._). 

The 1.3 kb amplified fragment is purified as above and mixed in a 1 :1 molar ratio 
with the first PCR fragment. The mixture is then first subjected to a PCR reaction 
without the addition of primers using Pwo DNA polymerase and the following program: 
94 °C for 2' and then 5 cycles of 94°C for 30", 60 °C for 30", 72 °C for 90". 

20 Subsequently, primers 5AK and 35F10 are added at 0.6 \iM concentration after which a 
last PCR amplifies a 1.5 kb fragment. Hereto, temperature was set as follows: 94 °C for 
?, then 30 cycles of 94 °C for 30", 60°C for 30" and 72 °C for 90", followed by a final 
step at 72°C for 10' to ensure blunt ends. The resulting product is purified using the PCR 
purification kit (Qiagen) as above and digested with Kpnl and Sbfl (isoschizomer of 

25 Sse8387l). The digested DNA is then isolated from gel using the geneclean kit (BIO 
Inc., 101). Construct pIG.ElA.ElB is digested with Kpnl and Sbfl and the vector- 
containing fragment is isolated from gel as above. This fragment is ligated to the above 
prepared final PCR product and the ligation mixture is transformed into STBL-2 cells 
(Gibco, LTI) according to manufacturer's instructions. This gives construct pIG635 (Fig. 

30 27). 

In construct pIG735, the border between Ad5 derived sequences and Ad35 
derived sequences is located more 3' than in construct pIG635. First, a BspEI site is 
introduced in the Ad5 sequence of construct pIG.ElA.ElB without changing the amino 
acid sequence. Hereto, Ad5 sequences from pIG.ElA.ElB are amplified using the 
35 following PCR primers: 
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5AK: see above, and Bsp-R 5'- GCT CTA GAC CTG CAG GGT AGC AAC 
AAT TCC GGA TAT TTA CAA G -3 ' (SEQ. I.D. NO. _J. Amplification is 
accomplished using Pwo DNA polymerase (Roche) according to the manufacturer' s 
instruction. The following PCRprogram is used: 94X for 2> followedby 30 cycles of 
94°C for 30", 60 °C for 30" and 72 °C for 30", and a final step at 72°C for 10' to ensure 
blunt ends. The resulting 0.6 Kb fragment is purified as above and digested with Kpnl 
and Sbfl and ligated to the above described Kpnl/Sbfl digested pIG.ElA.ElB vector 
fragment. Selection of colonies after transformation of STBL-2 bacteria (Life Techn. 
Inc.)givescons1xuctpIG;ElA55K. P IG.E1A55K is then digested with Sbfl and 
partially with BspEI. The 6.4 kb Sbfl-partial BspEI digested vector fragment is then 
isolated from gel using the geneclean kit (BIO 101, Inc.). Next, pIG270 is digested with 
BspEI and Sbfl and the resulting 915 bp fragment is isolated from gel as above. This 
fragment is then ligated to the above prepared Sbfl/partial BspEI digested pIGEl A55K 
vector fragment and transformed into STBL-2 competent cells. This gives construct 
pIG735 (FIG 28). Clones are analysed by restriction enzyme digestion and sequencing to 
ensure correct ligation of the fragments. Constructs pIG535, pIG635 and P IG735 can be 
used to generate complementing cell lines from primary human cells as described m 
Example 6. 



20 Example 9 

PERC6-based complementing cell lines for El-deleted Ad35 viruses. 
PER.C6 cells were seeded in 10 cm culture dishes at a density of 3x10" cells/dish in 
DMEM (Gibco BRL) complemented with FBS (Gibco BRL) up to 10% and lOmM 
MgCl 2 (4.9 M stock solution, Sigma). Two days later, 9 dishes were transfected with 1 ug 
25 Seal linearised pIG35.55K DNA (see example 7) and 9 dishes were transfected with 1.5 
ug Seal linearised pIG35.55K DNA. Separate control dishes were transfected with 1 or 
1 5 ug Seal linearised P AdApt35.LacZ to monitor transfection efficiency and with 1 or 
1 5 ug Seal linearised pcDNA.nlsLacZ. pcDNA.nlsLacZ is a pcDNA3-based plasmid 
(Invitrogen) with the nlsLacZ gene (Bonnerot et al., 1987) driven by the CMV promoter. 
30 pcDNA.nlsLacZ also contains a neo r expression cassette. As a negative control one extra 
dish was transfected with linearised P AdApt35.LacZ, a construct that lacks the neo r 
selection gene. All transfections were performed with the LipofectAmine transfection kit 
(mvitrogen/Life Technologies) according to manufacturers instructions using 5 ml 
LipofectAmine reagent/ug DNA. Cells were incubated for 4 hrs with the transfection 
35 mixture after which the medium was replaced with PER.C6 culture medium. The next 
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day medium was replaced with culture medium containing 0.5 mg/ml G41 8 (Gibco BRL) 
except in the two dishes that were transfected with 1 or 1.5 |ig pAdApt35.LacZ. These 
latter dishes were used to monitor LacZ expression two days following transfection. After 
X-gal staining of these cultures transfection efficiency was estimated at approximately 

5 40% with slightly more blue cells in the dish transfected with 1.5 |ig DNA. Selection 
medium was refreshed twice weekly in the remaining transfected dishes. Within two 
weeks following first addition of selection medium most cells in the negative control 
dish (transfected with 1.5 |j.g pAdApt35.LacZ) were dead. In the dishes transfected with 
pcDNA.nlsLacZ cell clones were becoming visible. Since the cells transfected with 

10 pIG35.55K seemed to be more resistent to G418, the concentration was raised to 0.75 
mg/ml 3 weeks following transfection. Three days and seven days later a total of 196 cell 
clones were picked from the dishes transfected with pIG35.55K and seeded in separate 
wells of 96-well plates. 

15 Cells remaining after colony picking of two 10 cm dishes of the transfection with 1 jig 
pIG35.55K DNA were trypsinised, pooled and expanded to give pool PER55K(1 .0) The 
same was done for two dishes of the 1.5 \xg transfection. The PER55K(1 .0) cell pool was 
expanded and seeded in 4 T25 flasks at a density of 3.5x1 0 6 cells/flask for transfection to 
test virus generation. In addition, 3 T25 flasks with parental PER.C6 cells were seeded at 

20 the same density. pAdApt35.eGFP (an adapter plasmid containing the green fluorescent 
protein as marker gene; see example 4) was digested with Pad to liberate the adenoviral 
sequences from the plasmid backbone. pWE.Ad35.pIX-rITR (see example 4) was 
digested with NotI to liberate the adenoviral sequences from the cosmid backbone. 2 
flasks with PER.C6 cells and 2 flasks with PER55K(1.0) cells were transfected with 2 jig 

25 digested pAdApt35.eGFP and 6 \ig digested pWE.Ad35.pIX-rITR each. One flask of 
each cell line was transfected with 8 \ig pAdApt35.LacZ to monitor transfection 
efficiency. The remaining flask with PER55K(1.0) cells served as a negative control and 
was treated as the others but did not receive the transfection mixture. All transfections 
were performed with LipofectAmine (Invitrogen/Life Techn.) according to manufacturers 

30 instructions using for each transfection a total of 8 p,g DNA and 40 \il LipofectAmine 
reagent. The transfection mixture was removed after 4 hrs incubation and fresh culture 
medium was added. Transfections were done the day after seeding of the cells and again 
two days later cells in the T25 flasks were transferred to a T80 flask except for the LacZ 
control transfections. These were stained with X-gal solution after mild fixation. After 

35 five hours incubation with staining solution, the percentage of blue cells was estimated at 
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approximately 90% in both flasks showing that transfection went well for both cell lines. 
. Four days foflowmg toe passage to toe T80 flasks to^^ 

showed starting CPE (cytopathogenic effect, indicative of virus replication) with 
approximately 100 events/flask. The untransfected PER55K(1.0) cells were grown 
S confluent with no evidence of CPE. In the transfected PER.C6 cultures only three CPE 
events were visible in the confluent monolayer of cells. Again three days later, the 
transfected PER55K(1.0) cultures showed full CPE, with all cells rounded and detached 
in clumbs. In contrast, in the PER.C6 cultures the few events of CPE had not progressed 
and cells were still in monolayer. This confirms earlier observations that generation of 
l0 El-deleted Ad35-based viruses on PER.C6 is very inefficient. Also Ihe untransfected 
PER55K(1.0) cultures showed, as expected, a confluent monolayer with no CPE. The 
cells and medium in the PER55K(1 .0) flasks with full CPE were harvested and subjected 
to two freeze/thaw cycles after which the cell debris was removed by centrifugation at 
3000 rpm for 10 minutes in a table centrifuge. One of the resulting crude lysates was used 
15 to infect a fresh culture of PER55K(1.0) cells in a T175 flask (1.5 ml/flask). Cells and 
medium were harvested at full CPE four days later. This shows that infectious virus had 
formed in the initial transfections. GFP expression was confirmed by fluorescent 
microscopy of A549 cells infected with the crude lysate. The crude lysate was then used 
to analyse complementation of this El-deleted Ad35.AdApt.eGFP virus in the individual 
20 clones as described below. 

The above described clones that were picked from the pIG35.55K transfected PER.C6 
cells were expanded and were functionally tested for the ability to sustain replication of 
Ad35.AdApt.eGFP. Hereto, the clones were seeded at two densities in 6-well plates and 

25 one day later infected with 1 5 ml of the above described crude lysate. CPE was 

monitored the day after. Of the 146 clones tested in this way 19 gave full CPE at day 2 or 
3 and 68 gave full CPE at day 5 or 6. The remaining clones had only partial CPE or 
showed a few non-progressing events. The latter were indistinguishable from PER.C6 
cells that were taken along as a negative control. 

30 Based on these results a selection of 24 clones was made that were further screened for 
the ability to generate recombinant El-deleted viruses following transfection of the 
pAdApt35.GFP adapter plasmid and the large P WE.Ad35.pIX-rrrR cosmid clone. 
Hereto, clones were plated in T25 flasks and transfected with 2 ug of the adapter and 6 
ug of the backbone plasmid using LipofectAmine as described above. Two days 

35 following the transfection, cells were transferred to T80 flasks to prevent overconfluency 
of the cultures. Of the 24 clones 5 gave full CPE three days after passage to T80 and 
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another 13 clones gave progressing to full CPE the day after. The remaining 6 clones 
showed no CPE or only starting. In comparison: routine generation of El -deleted Ad5 
vectors on PER.C6 cells generally results in full CPE four to six days after transfer to T80 
flasks. 

5 This shows that the new clones efficiently complement El-deleted adenovirus vectors. 
One of the clones (clone #16) described above was used to generate and produce multiple 
batches of El and E1/E3 deleted Ad35 viruses containing different transgenes. Hereto, 
virus in crude lysates resulting from transfections as described above, but using different 
adapter plasmids, were plaque purified on the new cell line. Single plaques were tested 

10 for transgene activity and then amplified for medium scale production in 4-8 triple layer 
flasks (3x175 cm/flask). Cells were harvested at full CPE and the virus was released and 
purified as routinely done for adenoviruses and described in example 1 . The extraction 
step with frepn to remove cellular debris was, however, replaced by a centrifugation step. 
Thus after incubation with Dnasel, the cell debris was centrifiigated in conical 50 ml 

15 tubes (Greiner) at 8000 rpm in a table top centrifuge (Beckman Coulter Allegra 21R with 
fixed angle rotor) for 30 minutes at 4°C. This step is repeated in a fresh 50 ml tube untill 
the supernatant was clear (usually one time). The amount of virus particles was 
determined by HPLC (Shabram et al, 1997). Table IV presents the yields after 
downstream processing of medium scale productions of El- and El/E3-deleted Ad35 

20 viruses on triple layer flasks with PER55K clone #16 cells. The amount of purified virus 
particles is comparable with the yields of Ad5-based vectors on PER.C6 cells. 

We conclude that we have generated multiple cell lines that efficiently complement fully 
El-deleted Ad35-based vectors. Thus, Ad35 E1B-55K expression in an Ad5 
25 complementing cell line facilitates replication of Ad35 vectors. 

Example 10 

New complementing cell lines from primary cells 

30 Example 8 described the generation of construct pIG535, a hybrid Ad5El A-Ad35 E1B 
expression plasmid. pCC536s and pIG536 are also hybrid Ad5-Ad35 El constructs but 
with the E1A region, E1B promoter and most of the E1B-19K gene derived from Ad5 
and most of the E1B-55K gene derived from Ad35. Constructs pCC536s and pIG536 
differ only in the heterologous poly adenylation sequence that terminates the E1B 

35 transcript: pIG536 has the HBV pA sequence and pCC536s has a synthetic pA sequence 
(SpA). The SpA sequence consists of the upstream sequence element (USE) of the human 
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C2 complement gene (Moreira et aL, 1995) and the synthetic pA sequence (SPA) 
described by Levitt et al., 1989. 

The synthetic polyA sequence is build up using the following oligo's: 
C2SPA-1: 5'- CCC TGC AGG GAC TTG ACT CAT GCT TGT TTC ACT TTC ACA 
•5 TGG AAT TTC CCA GTT ATG AAA TTA ATA AAG -3' 

C2SPA-2: 5'- GTC TAG ACA CAC AAA AAA CCA ACA CAC TAT TGC AAT GAA 
AAT AAA TTT CCT TTA TTA ATT TCA TAA CTG -3' 

Oligonucleotides were mixed at lOuM concentration in lx annealing buffer (lOmM Tns 
10 HC1 pH 7.5, lOOmM NaCl, ImM EDTA) and, using a PCR machine, the solution was 
heated to 94°C for 5 minutes and then cooled down to 65°C at 0.5°C / second and after 
incubation at 65 °C for 5 minutes further cooled down to 20°C at 0.05 °C / second 
Subsequently, 10 pi 2mM dNTPs, 0.5 pi 1M MgC12 and 3 pi Klenow fragment (New 
England Biolabs) was added to 87 pi of the annealed sample and the mixture was 
15 incubated at room temperature for 30 minutes. 1 pi of the annealed and Klenow treated 
sample was then amplified using the following primers: 
C2for: 5'- CGG GAT CCC CTG CAG GGA CTT GAC -3' 

and . . _ 

SPArev 5'- TTG CGA CTT AAG TCT AGA CAC ACA AAA AAC C -3' using Pwo 

20 DNApolymerase (Roche) according to manufacturers instructions but with addition of 
DMSO (Sigma) to a final concentration of 3%. The PCR program was set at 94°C for 2 
xninutes, followed by 30 cycles of (94 °C for 30", 55°C for 30" and 72°C for 20"). 
Where in this document PCR programs are described ' means time in minutes and ' ' 
means time in seconds. The amplified DNA was then purified using the QIAquick PCR 
25 purification kit (Qiagen) and digested with Xbal and Sbfl. The digested product was then 
again purified with the PCR purification kit to remove the small digested ends. Construct 
pIG270 was also digested with Xbal and Sbfl (isoschizomer of Sse8387I) and the 
resulting 5.9 kb vector containing fragment was isolated from gel using the GeneClean II 
kit (BiolOl, foe). The treated vector and PCR insert were then ligated to give pCC271 
30 (Figure 29)! P CC271 thus contains the PGK promoter, the Ad35 El region (nucl. 468 to 
and including 3400 from Ad35 sequence in example 3 and figure 5) and the synthetic pA 
(SpA). The synthetic pA sequence was then also cloned into the construct pIG535 as 
follows. 

pIG535 was digested with EcoRI, PstI and Seal (All enzymes from New England Biolabs 
35 digested in NEB buffer 3) and the 3 kb insert corresponding to chimeric Ad5-Ad35 El 
region was purified using the GeneClean H kit (Bio 101, Inc.). Construct pCC271 was 



WO 02/40665 



46 



PCT/NL01/00824 



digested with EcoRI and PstI and the 3 kb vector fragment containing the SpA and PGK 
promoter was isolated as above. Both isolated fragments were ligated and transformed 
into STBL-2 competent cells (Invitrogen/LifeTechnologies) to givepCC535s (Figure 30). 
pCC535s contains the same Ad5~Ad35 El sequences as pIG535 however, a different pA 
5 sequence. 

For the construction of pCC536s, a subclone was made with the new hybrid E1B 
sequences. Hereto, Ad5 E1A/E1B21K sequences were amplified using the primers 
5AK: 5'- GAG CGA AGA AAC CCA TCT GAG- 3' and 

2155R: 5'- GGT CCA GGC CGG CTC TCG G-3' with pIG.ElA.ElB (see example 6 
10 and Figure 13) as template DNA using Pwo DNA polymerase (Roche) according to 
manufacturers instructions and in addition a final concentration of 3% DMSO. The 
program was set at: 94°C for V followed by 30 cycles of (94°C for 30", 58°C for 30" 
and 72°C for 30") and ended with 68°C for 8'. This resulted in a 210 bp fragment 
corresponding to nucl. 2022-2233 of the Ad5 sequence. A second PCR was performed on 
1 5 pCC27 1 with primers 

2155F: 5'- CCG AGA GCC GGC CTG GAC C-3' and 

35F10: 5'- GCT CTA GAC CTG CAG GTT AGT CAG TTT CTT CTC CAC TG-3\ 
The same PCR program was used but now with an elongation time of 90". The resulting 
1.3 kb fragment corresponds to nucl. 21 12 to 3400 of the Ad35 sequence with an Sbfl site 
20 at the 3 'end. Note that primers 21 55F and 2 1 55R are fully complementary allowing 
assembly of the two fragments as follows: 

Both PCR fragments were purified from gel using the Qiagen gel extraction kit Aliquots 
of the purified samples were then mixed in equimolar ratio and used as template for an 
assembly PCR amplification with primers 5AK and 35F10 with Pwo DNA polymerase as 

25 above using the program settings: 

94°C for 2\ and 5 cycles of (94°C for 30", 60°C for 30" and 72°C for 2') followed by 
25 cycles of (94°C for 30", 58°C for 30" and 72 °C for 90"). The resulting 1.5 kb 
fragment was purified from gel using the QIAquick gel extraction kit (Qiagen), ligated to 
the pCR-Script/Amp cloning vector (Stratagene) and transformed into DH5a competent 

30 cells (Invitrogen/Life Technologies) resulting in pCR535ElB (Figure 31). This construct 
was checked by restriction analysis and sequencing to confirm correct amplification of 
target sequences. 

> 

pCR535ElB was then digested with NotI and protruding ends were made blunt with 
Klenow fragment. The DNA was then purified using the QIAquick PCR purification kit 
35 (Qiagen) and eluted DNA was digested with PstL The 1 .5 kb fragment containing the 
chimeric El sequences from the pCR535ElB vector was purified from gel using the 
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15 



20 



GeneClean H kit (BiolOl, Inc.). This fragment was ligated to vector pCC535s digested 
with PvuH and PstI, and transformed into STBL-2 competent cells (Invitrogen/Life 
Technologies) to give pCC2155s (Figure 32). To complete the pCC536s construct Ad5- 
El sequences were then cloned into the pCC2155s subclone. Hereto, pIG.ElA.ElB was 
digested with EcoRI and Kpnl and the 1 .6 kb fragment corresponding to Ad5 El A and 
Ad5 E1B 21K (nucl. 459 to 2048 of the Ad5 sequence) was isolated from gel usmg the 
GeneClean kit. P CC2155s was digested with EcoRI and Kpnl and the vector containing 
fragment was also gel purified Ligation of both isolated fragments and transformation 
into DH10B electrocompetent cells (mvitrogen/Life Technologies) resulted in pCC536s 
(Figure 33). The hybrid E1B sequences are shown in Figure 38 in more detail. FIG38A 
shows an alignment of protein sequences of E1B-21K in the pCC536s construct with wild 
type (wt) Ad35 and Ad5 sequences. As can be seen most of the E1B-21K protein in 
pCC536s is derived from Ad5 except for die Cterminal 6 amino acids that are identical 
to Ad35 E1B-21K. Figure 38B shows the same alignment for the E1B-55K proteins. In 
this case the N-terminal amino acids of P CC536s are identical to Ad5 upto aa 65. The 
remainder is identical to Ad35 E1B-55K. Obviously, different hybrid E1B-55K 
constructs can be designed using the general method oulined above whithout departing 
from the invention. 

Construct pIG536 was made by replacing a fragment with the SpA in pCC536s with the 
corresponding fragment from pIG270 (example 6, Figure 15) containing the HBVpA. 
Hereto, pIG270 was digested with BamHI and Bgll and the 1.8 kb insert was isolated 
from gel using the GeneClean II kit (Bio 101, Inc.). pCC536s was digested with the same 
enzymes and the 4.8 kb vector containing fragment was purified from gel as above. 
Ligation of both isolated fragments and transformation into STBL-2 competent cells 
(Invitrogen/Life Technologies) gave construct pIG536 (Figure 34). 

The generated El constructs were tested in primary baby rat kidney (BRK) cells as 
described in example 6. The results (Table V) confirm earlier observations that Ad5-El 
genes more efficientiy transform primary BRK cells than Ad35 El genes. The chimeric 
> Ad5-Ad35El expression constructs, pCC535s and pCC536s, produced more transformed 
colonies than the full Ad35 El constructs, pIG270 and pCC271. Furthermore, the use of a 
synthetic poly adenylation sequence in pCC535s resulted in slightiy more foci compared 
to the HBVpA variant pIG535. 

5 Human embryonic retinoblast (HER) cells were isolated from the eyes of aborted fetuses 
of 1 8 and 2 1 weeks of age. The eyes were brought in a 6 cm dish with PBS and cleared 
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from outside tissue. An incision was made to reach the inner side and the gray cell layer 
at the inner back of the eyes containing the retinoblasts, was scraped off. This layer was 
transferred to a 14 ml tube in 2ml of PBS and tissue was allowed to sediment after which 
the PBS was removed. 2 ml trypsin (0.25%, no EDTA, GibcoBRL) was added and 

5 incubated for 5 minutes at 37°C with occasional swirling. Tissue pieces were allowed to 
sediment and 1 ml trypsin with cells was transferred to a new tube. To this tube 4 ml 
culture medium (DMEM with 10% FCS) was added and the tube was stored on ice. The 
remaining tissue pieces in trypsin were brought in a 6 cm dish and cut into smaller pieces. 
These were, after addition of 2 ml fresh trypsin, again incubated in a 14 ml tube at 37°C 

10 with occasionally swirling. Then this mixture was added to the first isolated cells in 
culture medium and the total was centrifiigated at 1000 rpm in a table top centrifuge. 
Supernatant was removed and cells were resuspended in 10 ml of culture medium. The 
isolated HER cells were plated in two 6 cm dishes and incubated at 37°C/ 10% C02. 
Upon 90% confluency cultures were split 1:3 and further incubated. This procedure was 

1 5 repeated until enough dishes were obtained to be used for transfection and further 

culturing. Transections were performed at different passage numbers using the CaP04 
cotransfection kit (Invitrogen/Life Technologies) according to manufacturers instructions. 
For each dish (50-70% confluency) 20 ng DNA was used. Initial transfections were 
performed with pIG.ElA.ElB, an Ad5-El expression construct, and with pIG535, the 

20 hybrid Ad5-El A/Ad35-E1B expression construct. 2-3 weeks following transfection 

transformed foci became visible in the pIG.ElA.ElB transfected dishes. On average 15- 
20 foci/dish were found in the dishes that were transfected with pIG.ElA.ElB. Over 30 
clones were picked and transferred to 96-well plates. Upon confluency cells were 
passaged to larger culture plates or flasks and finally viable frozen in ampoules in liqNa 

25 from a T175 flask. All picked clones were established in this way. Transformed foci 

appeared much later in the dishes that were transfected with pIG535, the first around five 
weeks following transfection. On average 3-4 clones were found per dish. A total of 46 
clones were picked from 7 weeks to 3 months after transfections of which 14 were viable 
and could be passaged multiple times. Of these, 2 clones (clone #45 and #75) were grown 

30 up to a T175 flask and viable frozen in ampoules in liqN2. 

Primary HER cells were also transfected with constructs pCC535s and pCC536s. 
Transfection of pCC535s let to an average of 2 clones/dish and a total of 50 clones were 
picked. Of these picked clones 2 could be established. From the transfection with 
pCC536s, at least one clone could be established. 

35 The above described experiments show that primary HER cells can be transformed with 
hybrid Ad5-Ad35 El sequences. The efficiency of transformation was lower than 
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obtained with the complete Ad5 El region. We then tested whether the new cell lines 
could complement recombinant Ad35-based El-deleted vectors. Hereto, the clone #45 
that was obtained from the pIG535 transfection was seeded in T25 flasks at a density of 
7x10^ cells/flask and infected with Ad35.AdApt.eGFP virus (see example 9) at a 
5 multiplicity of infection (moi) of 5 and 25 virus particles/cell. Full CPE was seen at days 
4 and 5 for the moi 25 and 5 respectively. As a comparison parallel cultures of clone #45 
cells that were infected with Ad5.AdApt.eGFP viruses gave full CPE at days 7 and 8 for 
moi 25 and 5 respectively. The initial infection efficiency was comparable for Ad5 and 
Ad35 viruses, -80% (moi=5) and -95% (moi=25) of the cells were infected with GFP 
0 virus one day following infection as measured by fluorescence microscopy. Cells from 
clone #75 were seeded in a 6-well plate at a density of 2xl0 6 cells/well and infected with 
Ad35 AdApt.eGFP or Ad5.AdApt.eGFP at moi 5 (VP/cell). Again initial infection 
efficiency was comparable for both viruses. Full CPE was observed at day 4 in case of 
Ad35 AdApt.eGFP infection whereas Ad5 AdApteGFP infected clone #75 cells gave full 
15 CPE on day 7. The difference in replication efficiency on Ad35 complementing cells 
between Ad35 and Ad5 recombinant vectors is even more clear when virus is generated 
by plasmid transfection. This is exemplified by the following transfection experiment 
Clone #45 cells were seeded in T25 flasks at a density of 3 .5x1 0< cells and transfected 
three days later using UpofectAmine reagent (mvitrogen/Life Technologies) according to 
20 manufacturers instructions and described above. 2 ug pAdApt35.eGFP adapter plasmid 
digested with Pad was cotransfected with 6 ug P WE.Ad35.pIX-rITR or pWE.Ad35.pK- 
rITRAE3 backbone cosmid digested with Notl. 2 ug pAdApt.eGFP (Ad5 adapter plasmid, 
described in WO 00/70071) digested with Pad was cotransfected with 6 ug 
P WE.Ad5.Afin-rrTRsp (Ad5 backbone plasmid, described in WO 00/70071) also 
25 digested with Pad. One T25 was not transfected and served as a negative control. One 
day later transfection efficiencies were monitored by fluorescent microscopy and 
estimated at 10-15% in all eGFP transfections. Three days following transfection cells 
were transferred to T80 flasks and further incubated at 37°C/10%CO 2 . Again three days 
later CPE events were becoming visible in the cdtures transfected with the 
30 pAdApt35.eGFP and the pWE.Ad35 P rX-rlTR+ or - E3. The transfections with the E3- 
deleted backbone contained more green fluorescent cells and more CPE events. The 
transfection with Ad5 plasmids showed only around 20% green fluorescent cells, of 
which most were dying, and no CPE events. Two days later this difference had become 
bigger since cultures transfected with the pAdApt35.eGFP and the pWE.Ad35 P rX- 
35 rITRAE3 clearly showed 80% CPE and cultures transfected with the pAdApt35.eGFP 
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and the pWE.Ad35pIX-rITR constructs showed progressing CPE events. The Ad5 
transfected culture did not show any progression. Table VI summarizes these results. 
We conclude that the new complementing cell lines described above efficiently sustain 
replication of El deleted Ad35-based viruses and that the generation and replication of 
5 El deleted Ad5-based viruses is less efficient. Apparently, also Ad35-E1B55K proteins 
do not form a functional complex with Ad5-E40rf6 proteins. Thus the serotype 
specificity for complementation is now also shown for recombinant Ad5 vectors on Ad35 
packaging cells. 

10 

Example 1 1 

Generation of pWE.Ad.pK-rITRAE3 

The early region-3 of human adenoviruses contains multiple coding regions for proteins 
that interfere with the host immune response to adenoviral infection. When adenoviral 
15 vectors are used as vaccine carrier such interference is unwanted. Therefore, we 
constructed an Ad3 5 backbone cosmid lacking the E3 region. 

Hereto, construct pBr.Ad35.PRn (Figure 35; described in example 13 in publication EP 1 
054 064 Al) was digested with StuI and MM and the 17.3 kb vector fragment was 
purified from low melting point (LMP) gel using agarase enzyme (Roche) according to 
20 manufacturers instructions. Next, a PCR fragment was generated on pBr.Ad35.PRn using 
primers: 

35E3for: 5'- AAT GAC TAA TGC AGG TGC GC-3 'and 

35E3rev: 5'- CGA CGC GTT GTA GTC GTT GAG CTT CTA G-3\ For the 

amplification Pwo DNA polymerase (Roche) was used according to manufacturers 

25 instructions and program set at: 94°C for 2\ 30 cycles of (94°C for 30' • , 58°C for 

30"'and 72°C for 1') and a final incubation at 68°C for 8\ The 833 bp PCR product was 
purified using the QIAquick PCR purification kit (Qiagen) and digested with Mlul and 
StuI. The digested DNA was purified from gel using the QIAquick gel extraction kit 
(Qiagen). Both isolated fragments were ligated and transformed into DH5a competent 

30 cells (Invitrogen/Life Technologies) to give pBr.Ad35.PRnAE3 (Figure 36). The plasmid 
was checked by restriction analysis and sequencing of the PCR amplified insert. The E3 
deletion was then cloned into the pWE.Ad35.pIX-rITR cosmid backbone. Hereto, 
pWE.Aci35.pIX-rITR (see example 4 and Figure 8) was digested with Pad and the DNA 
was purified by precipitation with isopropanol and washing with 70% EtOH. Following 

35 resuspension in milliQ water, the DNA was digested with Swal and the 22.8 kb vector 
containing fragment was purified from LMP gel using agarase enzyme as above. 
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Construct pBr.Ad35.PRnAE3 was digested with Pad and Swal in the same manner and 
the 16 6 kb fragment was also isolated using agarase enzyme. Both isolated fragments 
were ligated using 0.5-0.6 ug of each fragment. Ligated fragments were then packaged 
using X-phage packaging extracts (Stratagene) according to manufacturers instructions 
and mixed with STBL-2 cells. Bacteria were plated on LB+Amp plates and resulting 
colonies were analyzed for the presence of the correct construct. This gave construct 
pWE.Ad35.pK-rITRAE3 (Figure 37). The E3 deletion extends from nucl. 27648 to 
30320 of the Ad35 sequence (example 3) and thus spans a 2.6 kb region. 
Cotransfection of NotI digested pWE.Ad35. P rX-rITRAE3 andpIPsp-1 digested 
pAdApt35.eGFP onto PER55-clone #16 cells (see example 9) as described above gave 
rise to GFP expressing Ad35-based viruses. Upon isolation of viral DNA from these 
viruses, PCR amplification of the E3 region showed that the viruses were deleted for 2.6 
kb of E3 sequences as expected. 



15 
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Table I: 



Serotype 


Elation [NaCl] mM 


VP/ml 


CCID50 


logio VP/CCID50 
ratio 


• 

1 


597 


8.66xl0 10 


5.00x10' 


3.2 


2 


574 


1.04x10" 


3.66x10" 


0.4 


3 


131 


1.19x10" 


1.28xl0 7 


4.0 


4 


260 


4.84x10" 


2.50x10* 


3.3 


5 


533 


5.40xl0 !l 


1.12xlO IU 


1.7 


6 


477 


1.05x10" 


2.14xl0 lu 


1.7 


7 


328 


1.68x10" 


2.73x1 0* 


2.4 


9 


379 


4.99x10" 


3.75x10' 


4.1 


10 


387 


8.32x10" 


1.12xl0 v 


3.9 


12 


305 


3.64x10" 


1.46x10' 


4.4 


13 


231 


4.37x10" 


7.31x10* 


3.8 


15 


443 


5.33x10" 


1.25x10* 


3.6 


16 


312 


1.75x10" 


5.59x10* 


3.5 


17 


478 


1.39x10" 


1.45x10* 


3.0 


19 


430 


8.44x10" 


8.55x10' 


4.0 


20 


156 


1.41x10" 


1.68x10' 


3.9 


21 


437 


3.21x10" 


1.12x10* 


3.5 


22 


365 


1.43x10" 


5.59xl0 7 


3.4 


23 


132 


2.33x10" 


1.57x10' 


4.2 


24 


405 


5.12x10" 


4.27x10* 


4.1 


25 


405 


7.24x10" 


5.59xl0 7 


4.1 


26 


356 


1.13x10" 


1.12x10* 


4.0 


27 


342 


2.00x10" 


1.28x10* 


4.2 


28 


347 


2.77x10" 


5.00x10' 


4.7 


29 


386 


2.78x10" 


2.00x10' 


4.1 


30 


409 


1.33x10" 


5.59x10" 


3.4 


31 


303 


8.48xlO lu 


2.19x10' 


3.6 


33 


302 


1.02x10" 


1.12x10' 


5.0 


34 


425 


1.08x10" 


1.63x10" 


0.8 


35 


446 


3.26x10" 


1.25x10" 


1.4 


36 


325 


9.26x10" 


3.62x10* 


3.4 


37 


257 


5.86x10" 


2.8xl0 9 


3.3 


38 


337 


3.61x10" 


5.59x10' 


4.8 


39 


241 


3.34x10" 


1.17xl0 7 


4.5 



Continued on next page. 
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Legend to Table I: 
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All human adenoviruses used in the neutralization experiments were produced on 
PER.C6 cells (Fallaux et aL, 1998) and purified on CsCl as described in example 1. The 
NaCl concentration at which the different serotypes eluted from the HPLC column is 
shown. Virus particles/ml (VP/ml) were calculated from an Ad5 standard. The titer in 
the experiment (CCID50) was determined on PER.C6 cells as described in Example 1 by 
titrations performed in parallel with the neutralization experiment. The CCID50 is shown 
for the 44 viruses used in this study and reflects the dilution of the virus needed to obtain 
CPE in 50% of the wells after 5 days. The ratio of VP/CCID50 is depicted in logio and is 
a measurement of the infectivity of the different batches on PER.C6 cells . 
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Table H. AdApt35.LacZ viruses escape neutralization by human serum. 





Human serum dilution 
















50x 


250x 


1250x 


6250x 


Vitus 


no serum 


lOx 


AdApt5.LacZ 
moi: 5 VP/cell 


100 % 


0% 


0% 


1% 


40% 


80% 


AdApt35.LacZ 
250 nl crude lysate 


100 % 


100 % 


100 % 


100 % 


100 % 


100 % 
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Table IE: The numbers of foci obtained with the different Bl expression constructs in 

BRK transformation experiments. 
Average # of foci/dish: 



1 Construct 


1 Hgr 


5 Hgr 


Experiment 1 pIG.ElA.ElB 


nd 


60 


pIG.ElA.ElB 


nd 


35 


pRSVAd35El 


0 


3 


pIG.Ad35.El 


3 


7 


Experiment 2 pIG.ElA.ElB 


37 


nd 


pIG.Ad35.El 


nd 


2 


Experiment 3 pIG.ElA.ElB 


nd 


140 


pIG.Ad35.El 


nd 


20 


pIG270 


nd 


30 
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Table IV: Yields of El- and E1/E3- deleted Ad35 viruses on clone #16 cells produced on 
triple layer flasks. 

Virus Scale(T175ni flasks) Total # of Virus Particles after DSP VP/cell 

Ad35.AdApt.eGFP 4 7.5xl0» 2500 

« O-vlfl 12 33UU 

Ad35.AE3.AdApt.empty 8 ZXU) 

Ad35.AE3AdApt.LacZ 8 3.8xl0» 600 

Ad35.AE3.AdApt.MV-F 4 8 ' 8xl ° l2 

Ad35.AE3AdApt.MV-H 8 2.6xl0 12 4250 
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Table V: Transformation efficiencies on BRK cells with different Ad-El expression 
constructs. 



Construct Transfected DNA (jig) # foci per dish 

5 Experiment 1 pIG.ElA.ElB 5 44 

pIG270 5 0 

pCC271 5 0 

pIG535 5 1 

pCC535s 5 2.5 

10 Experiment 2 pIG.ElA.ElB 4 15 

pCC271 4 0 

pCC535s 4 3 

pCC536s 4 3 
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Claims 



What, is claimed is : 

1. A packaging cell line capable of complementing recombinant adenovirus 
based on a serotype from subgroup B. 

2. The packaging cell line of claim 1 wherein said serotype from subgroup B 
is adenovirus type 35. 

3. The packaging cell line of claim 1 or 2, wherein said packaging cell line is 
derived from primary, diploid human cells, or derivatives thereof, said primary, diploid 
human cells or derivatives thereof having been transformed by adenovirus El coding 
sequences either operatively linked on one DNA molecule or located on two separate 
DNA molecules, said adenovirus El coding sequences being operatively linked to 
regulatory sequences enabling transcription and translation of encoded proteins. 

4. The packaging cell line of claim 3 wherein the primary, diploid human 
cells, or derivatives thereof have been selected from the group consisting of primary 
human retinoblasts, primary human embryonic kidney cells and primary human 
amniocytes. 



5. The packaging cell line of claim 3 or 4, wherein the primary, diploid 
human cells, or derivatives thereof have been transfected with an adenovirus E1A coding 

25 sequence to induce unlimited proliferation. 

6. The packaging cell line of claim 5 wherein said packaging cell line further 
comprises an E1B coding sequence. 



30 



7 . The packaging cell line of claim 3 or 4, wherein the primary, diploid 
human cells, or derivatives thereof have been transformed by expression of adenovirus 
El proteins of a subgroup other than subgroup C. 

8. The packaging cell line of claim 7 wherein the subgroup other than 
35 subgroup C is subgroup B. 
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9. The packaging cell line of claim 8, wherein said adenovirus El proteins 
are derived from adenovirus type 35. 

1 0. The packaging cell line of claim 3 or 4, wherein the primary, diploid 

5 human cells or derivatives thereof have been transformed with a chimeric adenovirus El 
construct comprising part of a first adenovirus El coding sequence of a first adenovirus 
serotype that enables efficient transformation of primary human cells or derivatives 
thereof; and part of a second adenovirus E 1 coding sequence of a second adenovirus 
serotype, wherein said second adenovirus El coding sequence provides the serotype- 

10 specific adenovirus E1B functions) that enable(s) efficient propagation of recombinant 
adenovirus El -deleted viruses of said second adenovirus serotype. 

1 1 . The packaging cell line of claim 10 wherein said first adenovirus serotype 
is a subgroup C adenovirus and said second adenovirus serotype is a subgroup B 

15 adenovirus, more particular adenovirus type 35. 

12. The packaging cell line of claim 10 wherein El A coding sequence and at 
least part of the E1B-21K coding sequence are derived from a subgroup C adenovirus, 
and the E1B-55K coding sequence as far as not overlapping with the 21K coding 

20 sequence is derived from a subgroup B adenovirus. 

13. The packaging cell line of claim 12 wherein said subgroup B adenovirus is 
adenovirus type 35. 

25 14. The packaging cell line of claim 10 wherein all El coding sequences are 

derived from a subgroup C adenovirus, except for at least a part of the E1B-55K coding 
sequence that is necessary for serotype-specific complementation of an alternative 
adenovirus serotype, said E1B coding sequence being derived from said alternative 
adenovirus serotype. 

30 

15. The packaging cell line of any one of claims 6, 10 or 14, wherein said 
packaging cell line comprises bovine adenovirus E1B-55K. 

16. The packaging cell line of claim 15, wherein said complementing 
35 recombinant adenovirus is derived from a bovine adenovirus. 
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17. The packaging cell line of claim 3 or 4, wherein the primary diploid 
human cells or derivatives thereof have been transformed by adenovirus El coding 
sequences located on two separate DNA molecules wherein the first DNA molecule 
carries at least part of the El coding sequences of the serotype enabling efficient 
5 transformation and the second DNA molecule carries at least part of the sequences 
necessary for serotype-specific complementation. 

18. The packaging cell line of claim 4 wherein said derivative cells are 
PER.C6 (ECACC deposit number 96022940) which further comprise an Ad35-El region 

10 integrated into their genome, and wherein said Ad35-El region is present in a functional 
expression cassette. 

19. The packaging cell line of claim 18 wherein said Ad35-El region does not 
contain sequences overlapping with sequences present in an associated recombinant viral 

15 vector. 

20. The packaging cell line of claim 18 or 19, wherein said functional 
expression cassette comprises a heterologous promoter and a poly-adenylation signal 
functionally linked to said Ad35-El region, wherein said heterologous promoter is a 

20 human phosphoglycerate gene promoter (hPGK) and wherein said poly-adenylation 
signal is a hepatitis B virus poly-adenylation signal (HBV-pA). 

21. The packaging cell line of claim 20 wherein said Ad35-El region 
comprises the coding regions of the E1A proteins and the BIB promoter sequence linked 

25 to E1B coding sequences up to and including the stop codon of the E1B 55K protein. 

22. The packaging cell line of claim 20 wherein said Ad35-El region 
comprises nucleotide 468 to and including nucleotide 3400 of the Ad35 wild-type 
sequence. 

30 

23. A cell line derived from PER.C6 (ECACC deposit number 96022940), 
which cell line comprises Ad35-E1B coding sequences. 

24. The cell line of claim 23 wherein said Ad35-E1B coding sequences are 
35 driven by an E1B promoter and terminated by a heterologous poly-adenylation signal. 
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25. The cell line of claim 23, wherein said Ad35-E1B coding sequences are 
driven by a heterologous promoter. 

26. The cell line of claim 25 wherein said Ad35-E1B coding sequences are 

5 driven by a hPGK promoter or an Elongation Factor-la (EF-la) promoter and terminated 
by a heterologous poly-adenylation signal. 

27. The cell line of claim 24 or 26, wherein said heterologous poly- 
adenylation signal is a hepatitis B virus poly-adenylation signal (HBV-pA). 

10 

28. The cell line according to any one of claims 23-27, wherein said Ad35- 
E1B coding sequences comprise the coding sequences of the E1B 21K and the E1B 55K 
proteins located between nucleotides 1611 and 3400 of the wild-type Ad35 sequence. 

> 

15 29. The cell line of claim 28 wherein said Ad35-E1B coding sequences 

comprise nucleotides 1550 to and including nucleotide 3400 of the wild-type Ad35 
sequence. 

30. The cell line of claim 28 wherein said Ad35-E1B coding sequences 

20 comprise the coding sequences of the E1B-55K gene located between nucleotides 1916 
and 3400 of the wild-type Ad35 sequence. 

3 1 . The cell line according to any one of claims 23-27, wherein said Ad35- 
E1B coding sequences comprise the coding sequences of the E1B-55K gene located 

25 between nucleotides 1916 and 3400 of the wild-type Ad35 sequence. 

32. The cell line of claim 3 1, lacking a functional coding sequence for E1B- 

21K. 

30 33. The packaging cell line according to any one of claims 1-22, or a cell line 

according to any one of claims 23-32, further comprising a DNA encoding at least E4- 
orf6 of an adenovirus of subgroup B, preferably adenovirus serotype 35. 



34. A method for complementing a recombinant adenovirus comprising 
35 providing a packaging cell line according to any one of claims 1-22, or a cell line 
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according to any one of claims 23-33, with said recombinant adenovirus and culturing 
said cell to allow for complementation. 

35. A method according to claim 34, further comprising harvesting 
5 complemented recombinant adenovirus. 

36. A method according to claim 34, or claim 35, wherein said recombinant 
adenovirus is derived from [adenovirus] a subgroup B adenovirus. 



10 



15 



20 



25 



37. A method according to claim 36, wherein said recombinant adenovirus is 
derived from adenovirus type 35. 

38. A recombinant adenovirus obtained by a method according to any one of 
claims 34-37. 

39. A recombinant adenovirus according to claim 38, comprising a deletion of 
nucleic acid encoding at least one El -region protein. 

40. A recombinant adenovirus according to claim 38 or claim 39 comprising a 
deletion of nucleic acid encoding at least one E3-region protein and/or at least one E4- 
region protein. 

41. Use of a recombinant adenovirus according to any one of claims 38-40, for 
the preparation of a medicament. 

42. Use of a packaging cell line according to any one of claims 1-22, or a cell 
line according to any one of claims 23-33, for the complementation of a recombinant 
adenovirus. 



30 
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7 
14 
21 
28 
35 
42 
09 

56 
63 
70 
77 
S4 
91 
98 
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1 12 
119 
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140 
147 
154 
161 
168 
175 

132 
189 
186 
203 
210 
217 

23<t 

231 

233 

245 
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259 

260 

273 

260 

287 

294 

301 

308 

315 



329 
336 
343 
350 
357 
364 
371 
379 
385 



CAT CATC AAT 
GCCGTCTGGT 
TGGGGGTGGA 
CTACTTA$TT 
ATTTTCGCGC 
TTGTTCAGGG 
CCGCGTA(tCG 
GSGTTTGTtpTC 
ATAAAAA/fAT 
GGAGCTTGTG 
C7TCAGGmAC 
TTACCGATTC 
TCCAGGGljTG 
TTGCACTtJCT 
CTGCAGCGEG 
TGGCTGtjAG 
ATGAGAAGGC 
TCACATG|AT 
ATCTCCTGAT 
CCTGTGAAGC 
SACCTTTGGA 
ACCTCAATjAT 
TG6GCGGGGA 
ATCGAGGTTT 
TCTCCGGITT 

taaacaagaa 
gttcacHta 

CTTTTCT uAC 
CATAGCC^CA 
CAGCCTT11GG 

aagaggagaa 
ctgcaacsgg 

GTGGTACTjGA 
GCATGAGGTT 

aaaacatgtt 
ggcctgatIaa 

GGCTGAGGTG 
GTAGTCGGTA 
TTATSGCCjAA 
CTGGGGAOAG 
AGTCAATTGT 
GGGTCCG7CA 
TAACATGATT 
ATGCTGGCTA 
CCAAGTGCAC 
GAAAGTGTT5 
ATCTGGAAGA 
CCAGGTTCCA 
TGGAGCAGAG 
TTTTCAGATG 
TTTTAAGGGG 
GTTATGGGAT 
TAAGTTCTTC 
AATGGGTTl^C 
AAGTTACTlre 
CCGAGTTG :G 



AATATACCTT 
GATTGGCTGT 
GTTTTTTTGC 
TTCCCACGGT 
GAAAACTGAA 
CCAGGTAQAC 
TGTCAAAGTC 
AAGAGGCCAC 
GAGAGATTTG 
GTGCACGCCC 
TGTATGATTT 
TATGCTTTTA 
ATTGTGGAAA 
ATGAAGACGG 

TGAGGGAGTG 

TCTTGTGAAT 
ACTGCCACTT 
ATTGAGTCTG 
TCTACTACCT 
TTAAGCCTGG 
CTTGAGTACA 
TTGTCTGAGA 
CTCAGGTATA 
GGGCCATTTT 
TTGGAGATTC 
TTTGAAAAGT 
AAGAAAAAGT 
TTTTATATTA 

SCATTGTGGA 
GTGTAGCGGG 
CCCGAGAGCC 
TGCTTACTGG 
TGCTAGATCT 
CAGAAAGAGC 

GGTTGGAGCC 
ACAGTATAAG 
GTAATAGATA 
TGGAASCAST 

TACCAAACTT 
GTTAGTGTAC 
CTC*1 GAAGAA 
CTCCGCTTCT 
T6TGGTGCTT 
CTGTGCATAT 
CATGCATGCA 
TTGGAACCAG 

TCCT6AGGTA 
GCCGGTGTGT 
TTCGGATCCA 
GACAGATTGA 

GGAGTCTTCA 
CTACTGTGGA 
ACCTTTGGAC 
TATGGAAGCA 
TCCTTTTGGC 
AGTACAAACT 



ATAGATGGAA 
GGGGTTAACG 
AAGTTGTCGC 
ATTTAACAGG 
TGAGGAAGTG 
TTTGACCCAT 
TTCTGTTTTT 
TCTTGAGTGC 
CGATTTCTGC 
TGATGGGAGA 
AGAGGTAGAG 
GCTGCTAATG 

GCGGTACAGG 
GTTTCCTCCG 
AAGGCTGCCA 
TTCACAGGAA 
TATTTACAGT 
ACTTTTGTGC 
CACCTCCTGA 
GAMCGTCCA 
CGGAAACGTC 
GTGCAATGTA 
TAAGTAGAAG 
GGAAGACCTT 

TGGTTCGCTA 
TGTTGGTAGA 

TTTATCAGTT 
GATAAATGGA 

GAACATGGAA 
AATCCTGAGG 
GGCCTGGACC 
ATCTACGTCC 
GAGTTGGCTT 
CAAGCCATGA 
AGAGGATGAT 
ATCAGTA5AC 
CTCAAGACAA 
CACTTTTGTA 
ATATTGCATG 
GGGGGTGTAG 
ATGCATATTC 
ACAGATACTG 
CCGATGAGAG 
TGTTTCCCAT 
GGTGSGCGTA 
ATGCCTTTTC 
TGATGATACG 
GTAGATGTGA 
GTGGAGAAEA 
GTAAAAATTT 

GCCCTTATGT 
TGGAAQACCC 

GCAGCTGCAG 
TCGTGGCTftA 
CCAGCTGGAG 
GAGTCTGCTG 



TGGTGCCAAT 
QTTAAAAGGC 
GGGAAAT6TT 
AAATGAGGTA 
TTTTTCTGAA 
TACGTGGAGG 
ACGTAGGTGT 
CAGCGAGAAG 
CTCAGGAAAT 

CGATCCQQAG 
GSATCGGAGG 
AAGCATTAGA 
TQTAAGAAAA 
AGTGATGAGG 
ATGTTGGTTT 
AAATACTGGA 
AAGTGTGTTT 
TTCTTATTAT 

TATTCAAGCA 
GCAGTGGAGA 

CAAGACAATA 
ATAAAAATAT 
CAGACCTGTG 
AGGAAGACTA 
GTGAATTAGC 
TTGCCCAGGA 
TTAGACTTTT 
TCCCCCAGAC 
GGTTtGCAAG 
CATCCACCGG 
CTCCAGTGGA 
ACTGGACGGS 
TAAGTTTAAT 
AGTTTCTGTA 

TGGGCGGTGG 
GGATTAATAT 
GACAGTTATT 
AATGTTAAGT 
GTTGTAGCTT 
TTTCTATGCG 
CAAAGATGTA 
GATGTTTTAT 
GCCTTATCAA 
CAACGCAAAA 
GAGGAATBTT 

C AG AAT GAG C 
AGATCGAGGG 
CCGAA6ATCT 

AACTGACTAA 
GTTTTTTCTG 
GACAGGGCGT 
GTTCAACCCG 

CCGCTGCCGC 
TTCCACTTCC 
GCTTTGACCC 
TCGGCACftGC 



ATGTAAATGA 
GCGGCGCQGC 
ACGCATAAAA 
GTTTTGACCG 
TAATGTGGTA 
TTTCGATTAC 
CAGCTGATCG 
AGTTTTCTCC 
AATCTCTGCT 
CCACCTGTGC 
ATTCTAATGA 
ATTAGATCCG 
TTACCTGATT 
AGGACCATGA 
TCAGTTGGAT 
GTAAAGGAAC 
AAGTTAAAAT 
AGGTCCTGTQ 

CCTGTTCCTG 
AACTTGAGGA 

AGTGTTCCAT 
QTTAACTGTT 
TGGTTAGCTC 
GGCAACTQTT 
TAGGGTAGTT 
CTTTTTGAAG 
CAACCCCAGG 

TCATTTCAGC 
ATGAGGACAA 
TCATGCCAGC 

GGAGGCGGAG 

ATAGGGGCGT 

GAGTCGCAGA 

TTGCAGGAGA 

CCATTAAAAA 

CCGGAATGCT 

ASATGCTGCA 

TTAGGGGAGA 

TTTTGGTTTC 

TCTTGGATTG 

ACCTGGGCAT 

TTTAATTAAG 

ATQCTCACTT 

AATGGCCTGT 

TATGCCTTAC 

CTAACAGGAA 

TGCGCGCATG 

CAGACCGGAT 

GGTGAGTATT 

TCTTGCAGCT 

CTCCCATCCT 

CCAATTCTTC 

CGCCTCTGTC 

TCTAATAACC 

AACGTCTGGG 

AAAGTCTAAA 



GGTGATTTTA 
CGTGGGAAAA 

AGGCTTCTTT 
GATQCAAGTG 
TTTATGGCAG 
CGTGTTTTTT 
CTAGGGTATT 
TCTGCGCCGG 
GAGACTGGAA 
AQCTTTTTGA 
GGAAGCTGTG 
CCTTTGGACA 
TGAGTTCCGT 
AAAGGAGCAG 
TGCCCGGAGC 
TGTTATQTTC 
TTAAAGGAAT 
TCTGATGCTG 
TG6ACGTGCG 
CTTGTTACAG 
ATCCGTGTTT 

CACTGGTTTT 
ATAGGAGCTG 
A6AQAGC3CT 
TTTAGGATAA 
CTCTTAATTT 
TAGAACTBCT 
AGGSGATACG 
TCTTAGGTTA 
GGTTCTGGAG 

TAGCTGACTT 
TAAGAGGSAG 
CGTCCTGAAA 
AATATTCACT 

TTATGCCAAG 
TGTTACATAT 

TGATGQATAT 
TGGTTATAAT 
AACAATACCT 
CCACAGCTGG 

TCTGAATGAA 
GGAAATGCCA 

GTGCTGGTGG 
TTTTGATCAC 
CAGTGTAACA 
TCTTTGACAT 

CGAATGCGGA 
CATTTGGTTA 
GGGAAAACTT 
GACATGAGTG 
GGGCAGGAGT 
AACGCTGACC 
GCCGCTAACA 
CTTCTACACT 
TGAACTTTCT 
TAAAAAAAAT 



AAAACTCTG6 
TGACGTTTTA 
TCTCACGGAA 
AAAATTGCTG 
GQTGGAGTAT 
ACCTGAATTT 

TATACCTCAS 
CAGTTTAATA 
ATGAAATATT 
GCCTCCTACG 
AATGGCTTTT 
CTTTCAATAC 
GSACTGTGAT 
TCCATGCAGA 
TTCCT5GACA 
GCTTTGTTAT 
ATGCTGTTTT 
ATGAATCACC 
CAAGCCCATT 
QGTQGGGACG 
ACTTAAGGTG 
TATTQCTTTT 
GCTTTCATCC 
TCGGACGGAG 
AACAGGACTA 
GGQCCATCAG 
GCTGCTGTGG 
TTTTGGATTT 
CTGGCCAGTG 
GAGGAACAGC 
GTCTCCTGAA 
AGGGCATCCA 
CCATTTG9TG 
GGAACAGGTG 
ATAGCTTTGA 
CTGGAAATGG 

GTGGCCTGGA 
GGAATAGTGT 
STGTAGATGC 
CAGAACCAAG 
GGCGAAGCAA 
GCGTAAAGCA 
GCATTGTAAT 
AATGTGTT9A 
TGAATCATGT 
GAACACGCAA 

GGCAAGCATG 
TTGCCCGCAC 
TQGGGTGGGA 
GAAATGCTTC 
TCGTCAGAAT 
TATQCTACTT 
CTGTGCTTGG 
GACTCAGGAC 
CAGCAEGTGQ 
TCCA6AATCA 
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3921 ATQAATAAAT AAACGAGCTT GTTGTTSATT TAAAATCAAG TGTTTTTATT TCATTTTTCG CGCACGGTAT 
3991 SCCCTGOACC ACCG ATCTCG ATCATTGAQA ACTCGGTGGA TTTTTTCCA6 .AATCCTATAG AMTCMATT 
4061 GAATGTTTAS ATACATGGGC ATTAGGCCGT CTTTGGGGTG GA6ATASCTC CATTGAAGGG ATTCATGCTC 
4131 CGGSGTABTG TTGTAAATCA CCCAGTCATA ACAAGQTCGC AGTGCATGGT GTTGCACAAT ATCTTTTASA 
4201 AGTAGGCTGA TTGCCACABA TAAGCCCTTG GTGTAGGTGT TTACAAACCG GTTGAGCTGG GAGGGGTGCA 
4271 TTCGAGGTGA AATTATGTGC ATTTTGGATT GGATTTTTAA GTTGGCAATA TTGCCGCCAA GATCCCGTCT 
4341 TQQGTTCATG TTATGAAGGA CTACCAAGAC GSTGTATCCG GTACATTTAG GAAATTTATC GTGCASCTTG 
4411 fiATGGAAAAG CGTGGAAAAA TTTGGAGACA CCCTTGTGTC CTCCGAGATT TTCCATGCAC TCATCCATGA 
4481 TAATAGCAAT GGGGCCGTGG GCAGCGGCGC GGGCAAACAC GTTCCGTGGG TCTGACACAT CATAGTTATG 
4551 TTCCTGAGTT AAATCATCAT AAGCCATTTT AATGAATTTG GGGCGGAGCG TACCAGATTG GGGTATGAAT 
4GS1 8TTCCT f CGG GCCCCGGAGC ATAGTTCCCC TCACAGATTT GCATTTCCCA AGCTTTCAGT TCTGAGGGTG 

4091 SAATCATGTC CACCTGGGGG gctatgaaga acaccgtttc gggggcgggg gtgattagtt gggatgatag 

4751 CAAGTTTCTG AGCAATTGAG ATTTGCCACA TCCGGTGGGG CCATAAATAA TTCCGATTAC AGGTTCCACG 
4831 TGGTAGTTTA GGGAACQGCA ACTGCCGTCT TCTCGAAGCA AGGGGGCCAC CTCGTTCATC ATTTCCCTTA 
4901 CAT G CAT ATT TTCCCGCACC AAATCCATTA GGAGGCGCTC TCCTCCTAGT GATAGAAGTT CTTGTA&TGA 
4871 GGAAAAGTTT TTCAGCGGTT TTAGACCGTC AGCCATGGGC ATTTTGGAAA GAGTTTSCTG CAAAAGTTCT 
5041 AGTCTGTTCC ACAGTTCAGT GATGTGTTCT AtGGCATCTC GATCCAGCAG ACCTCCTCGT TTCGCGGGTT 
5111 TGGACGGCTC CTGGAGTAGG GTATGAGACG ATGGGCGTCC AGCGCTGCCA SGGTTCGGTC CTTCCASGGT 
5161 CTCAGTGTTC GAGTCAGGGT TGTTTCCGTC ACAGTGAAGG GGTGTGCGCC TGCTTGGGCG CTTgCCAGGG 
5251 TGCGCTTCAG ACTCATTCTQ C1CGTGGAGA ACTTCTGTCG CTTGGCGCCC T5TATGTCGS CCAAGTAGCA 
5321 GTTTACCATG AGTTCGTAGT TGAGCGCCTC GGCTGC5TGG CCTTTGGCGC GGAGCTTACC TT7GGAAGTT 
5391 TTCTTGCATA CCGGGCAGTA TAGGCATTTC AGCGCATACA GCTTGGGCGC AAGGAAAATG GATTCTGGGG 
5461 AGTATGCATC CGCGCCGCA3 SAQGCGCAAA CAGTtTCACA TTCCACCAGC CAGGTTAAAT CCGGTTCATT 
5531 GGGGTCAAAA ACAAGTTTTC CGCCATATTT TT7GATGCGT TTCTTACCTT TGGTCTCCAT AAGTTCGTGT 
5601 CCTCGTTGAG TGACAAACAG SCTGTCCGTA TCTCCGTAGA CTGATTTTAC AGGCCTCTTC TCCAGTGGAG 
5671 TGCCTCGGTC TTCTTC5TAC AGGAACTCTC ACCACTC7GA TACAAAGGCG CGCGTCCAGG CCAGCACAAA 
5741 GGAGGCTATG TGGGAGGGGT AGCGATCSTT GTCAACCAG6 GGGTCCACCT TTTCCAAAGT ATGCAAACAC 
5B11 ATGTCACCCT CTTCAACATC CAGGAATGTG ATTGGCTTGT AGGTGTATTT CACGTGACCT G6GGTCCCCG 
5381 CTGSGGGGGT ATAAAAGGGG GCGGTTCTTT GCTCTTCCTC ACTGTCTTCC GGATCGCTBT CCAGGAACGT 
5951 CA6CTGTTGG GGTAGGTATT CCCTCTCGAA GGCGGGCATG ACCTCTGCAC TCAGGTTGTC AGTTTCTAAG 
6021 AAC3AGGAGG ATTTGATATT GACAGTGCCG GTTGAGATGC CTTTCATGAG GTTTTCGTCC ATTTGGTCAG 
6031 AAAACACAAT TtTTTTATTG TCAAGTTTGC TGGCAAATGA TCCATACAGG GCGTT5GATA AAAGTTTGGC 
6161 AATGGATCGC ATGGTTTGGT TCTTTTCCTT BTCCGCGCGC TCTTTGSCGG CGATGTTGAS TTGGACATAC 
6231 TCGCGTGCCA GGCACTTCCA T7CGGGGAAG ATAGTTGTTA ATTCATCTGG CACGATTCTC ACTTGCCACC 
6301 CTCQATTATG CAAGGTAATT AAATCCAtAC TGGTGGCCAC CTCGCCTC6A AGGGGTTCAT TGGTCCAACA 
6371 GAGCCTACCT CCTTTCCTAG A AC AG A A AG G GGGAAGTGGP TCTAGCATAA GTTCATCGGG AGGGTCTSCA 
6441 TCCATGGTAA AGATTCCCGG AAGTAAATCC TTATCAAAAT AGCTGATGGG AGTGGGGTCA TCTAAGGCCA 
6511 TTTGCCATTC TCGAGCTGCC AGTGCGCGCT CA)*A I 5GGTT AAGGGGACTG CCCCAGGGCA TGGGATGGGT 
6581 GAGAGCAGAG GCATACATGC CACAGATGTC ATAGACGTAG ATGGGATCCT CAAAGATGCC TATGTAGGTT 
6651 GGATAGCATC GCCCCCCTCT GATACTTGCT CGCACATAGT CATATAGTTC ATG7GA7GGC GCTAGCAGCC 
6721 CCGGACCCAA GTTGGTGCGA TTGGGTTTTT CTGTTCTGTA GACGATCTGG CGAAAGATGG CGTGAGAATT 
6791 GGAAGAGATG GTGGGTCTTT 6AAAAATGTT GAAATGCGCA TGAGG7AQAC CTACAGAGTC TCTGACAAAG 
6861 TGGGCATAAG ATTCTTQAAG CTTGGTTACC AGTTCGGCGG TGACAAGTAC GTCTAGGGCG CAGTAGTCAA 
6931 GTGTTTCTTG AATGATGTCA TAACC7GGTT GGTTTTTCTT TTCCCACAGT TCGCGGTTGA GAAGGTATTC 
7001 TTCGCGATCC TTCCAGTACT CTTCTAGCGB AAACCCGTCT TTGTCTGCAC GGTAAGATCC TAGCATGTAG 
7071 AACTGATTAA CTGCCTTSTA AGGGCAGCAQ CCCTTCTCTA CGGGTAGAGA GTATGCTTGA GCAGCTTTTC 
7141 GTAGCGAAGC GTG AGTAAGG GCAAA6GTGT CTCTGACCAT GACTTTGAGA AATTGGTATT TGAAGTCCAT 
72U GTCGTCACAG GCTCCCTCTT CCCAGAGTTG GAAGTCTACC CGTTTCTTGT AGGCCGGGTT GGGCAAAGCG 
7281 AAAGTAACAT CATTGAAGAG AATCTTACCG GCTCTGGGCA TAAAATTGCG AGTGATGCGG AAAGGCTGTG 
7351 GTACTTCCGC TCGATTGTTG ATCACCTGGG CAGCTAGGAC GATTTCGTCG AAACCQTTGA TGTTQTGTCC 
7421 TACGATGTAT AATTCTATGA AACGCGGCGT GCCTCTGACG TGAGGTAGCT TACTGAGCTC ATCAAAGGTT 
7491 AGGTCTGTGG GGTCAGATAA GSCGTAGTGT TC6AGAGCCC ATTCGTGCAG GTGAGGATTT GCATGTA6SA 
7561 ATGATGACCA AAQATCTACC GCCAGTGCTG TTTGTAACTG GTCCCGATAC TGACGAAAAT GCCGGCCAAT 
7631 TGCCATTTTT TCTGGAGTGA CACAQTAGAA SGTTCTGGGG TCTT6TTGCC ATCGATCCCA CTTGAGTTTA 
7701 ATGGCTAGAT CGTGGGCCAT GTTGACGAGA CGCTCTTCTC CTGAGAGTTT CATGACCAGC ATGAAAGGAA 
7771 CTAGTTGTTT GCCAAAGCAT CCCATCCAGG TGTAAGTTTC CACATCGTAG GTCAGGAAGA GTCTTTCTGT 
7641 GCGA3GATGA GAGCCGATCG GGAAGAACTS GATTTCC7GC CACCAGTTGG AGGATTGGCT GTTGAT6T6A 
7911 TGGAAGTAGA AGTTTCTGCG GCGCGCCGAG CATTCGTGTT TGTGCTT5TA CAGACGGCCG CAGTAGTCGC 
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an? TCGTGAATGA GCTGTACCTG GCTTCCCTTG ACGAGAAATT TCAQTGGGAA 

2?§ f£E24|SS£I SK?SnS TA tctcstg ctc ttctatattc gctgtatcgc cctgttcatc ttctstttcg 

8121 ATG6T3GTCA T6CTGACGAG CCCCCGCGGG AG6CAAGTCC AQACCTCGGC QCGGGAGGSG CGGASC7GAA 

8181 GGACGAGAfiC GCGCAGGCTG GAGCTGTCCA GAGTCCTGAG ACGCTGCGBA CTCAGGTTA6 TAGGTAGGGA 

826 CAGAAGATTA ACTTQCAT6A TCTTTTCCAG SGCGT6CGGG AGGTTCAGAT 5GTACT76AT TTCCACABGT 

|» I™?™*? i"*5SIS** T GGCTTGCAGG GTTCCGTGTC CTTTCQflMC CaCTACCGTA CCTTTCTTTT 

22t\ rlr Jlllrl S GG J GG I 5GC TCTCTTGG TT CTTGCATGCT CAGAAGCGGT GACGGBGACG CGCGCCGGGC 

™ J SSS*?? 88 " GTTCCGGACC CGGGGGCATG GCTGGTAGTG GCACGTCGGC GCCGCGCACG CGCAGCTTCT 
««n 7CTGA8AAGA CTJGC5TGCG CCACCACGCG TCGATTGACG TCTTQTATCT GACGTCTCTS 

6611 GGTGAAAGCT ACCGGCCCCG TGAGCT7GAA CCTGAAAGAG AGTTCAACAG AATCAATTTC GGTATcrTTA 

fit! ftS5K A S?II ^CTCAQTAT TTCTTSTACG TCACCAGAGT TSTCCTGGTA ScSJfcTCC ScCAtSSct 

III] ? CTCGATT T= TTCCTCCTGA A6ATCTCCGC GACCCGCTCT TTCGACGSTG GCCGCGAGGT CATTGGAGAT 

§2§ iSSSSSEJ? I 3 !™**** ATGCATTCAT GCCCGCCTCG TTCCAGACGC GGCTGTAAAC CaSSccCCC 

SSi K25 AO I CTC TTSC °CGCAT CACCACCTGA GCGAGGTTAA 6CTCCACGTG TCTGGTGAAG ACCGCATAGT 

8961 TGCATA.GGCG CTGAAAAAGG TAGTTGAGTG TGGTGGCAAT GTGTTCGGCG ACGAAGAAaT arATrA-rrrl 

SS! lltlVMli 22E2S ESSS2 £B 21 s 22™S tggcctcgta sasss 

Q171 ^AT^rii*- 2t^?ISS BA GTTTcec 9CQ GACACGGTCA ATTCCTCCTC GASAASACGQ ATGAGTTCGG 

Sot tKJ!tJ?S ScttcbTE? rVrlr^ CTCCC ^GAT CTCTTCTTCC TCTTCTATCT CTTCTtJSc 
TAACATCTCT TCTTCGTCTT CAGGCQGGGG CGGAGGGGGC ACGCGGCfiAC BTCGfirGKrr rirrrrr«»ii 
HI} CGGTCGATGA ATCGTTCAAT CACCTCTCCG CGGCGGCGGC GCATGGTTTC AGTGACGGCE crrrr^r 

1 Es S ?! ™" ™« aasss si i™ 

III! SS SSSSSi SnmnS ifB&SE S223S25 

E S «i S ?™ g ~ 

I ™ ~ His? FSffi sassa sss 

lonii tI?ta!t^J Sit. I SGT aagsgtggct TGAAAGTCAT CAAAATCCAC AAAGCGGTGO TAAGCCCCTG 

008 mT™I?tI aI A ™~ CAG TT GGCCATGA CTGACCAGTT AACTCTCTGG TGACCAGGGC GCACGACCTC 

Q?fi! ?a???tITI« 5?? C !S2** T AGGc eCGGGT GTCAAAGATG TAATCSTTGC AGGTGCGCAC CAGATACTGG 

1Q221 Cfi^r«?rl? A r &AAA 3? CGG CGG "TGGTTGG CCCTAGAGAG CCCATCBTTC TGTAGCTG6A eTCCCAEKC 

IS AGTaImGCC CGaGgIaac? ScStSSJ ST£gS2?S SSSSES n£ B T CTGCGGCGGT 

iSSl AGCGACTCQA ^ ?JI55S!S? TCTATAGACA SISSS? SEiHSJ 

ii E ~ S ™ assss i 
is??! race sssssl I sssss sees 

10781 CTATGATCTG QACTTGGAAG AGGGCGAASG ACTGeIaCG? J?SS5rS5 AGCGGTGCGG SACAGCCCGC 
T0851 CGAGTTCAAC TGAAAAAAGA TTCTCGCGAG OCOTATOT?? PP?f??5S?f C II CGCCCSA SCGGCATCCG 
10921 GC6A85AGCC GGAfifiAGATG CCAGCTTrrr nr?TTl G I2H 5» C ^H^ SAA "fATTTACA GACAGAAGCG 
10991 AAGACGAGTG TTGCGAGa6g aSSaTTTCBA AGTTSATfiAi r?rIr S I^ G CTG CGTCACG QTTTGGACCB 
1 10Q1 GTGGCTGCAG CCAACCTTG7 ATCGGCTtSc eSIS^fr ?If A r AGS o A ^ AGTCCTCC CAfi, S G CACAC 
11131 TTAATAATCA T6TGCQAACC CTGATTGCCC e«M^^ I AAAGG *i GA GCGTAACTTC CAAAASTCTT 
11201 GATGSAAQCT ATmSSS SwJ?I??S CAAACCTC?^ Irr^JJf 5 ! ZI^^I^ CATT TG TGGSATTT 
11271 AGCAEAGACA ATGAGGCTTT CAGAGAGGCG CT^r^lA^ S I«TI GGTGCAACAC 

1 1341 ATCTTATCAA CATTCTACAG AGTATCATAr T^Arr^r^ J^SiiSE ^ GAGG GGA6A 7GGTTCTATG 
11H1.1 CATCAATTAC TCGGTT?TGA GCTTGGGAAA I?AT?? A cr? rr^T?? 6 ? C I GG CCGAGA AGGTAGC7GC 
•11431 ATAGACAAGG AGGTSAAGAT AQATGGGTt? rlrl^^I S5 CAAAATCT ACAAGACTCC ATACGTTCCC ' 
1 1551 ATCTTGCGGT QTATCGCAAT GACAGAAtIc IxrrJr^^ Z? AC - G ^I CAA SGTCTTGACC CTGAGCGATG 
1 1621 CAGGGAAC7G AT3CACAGTT T«JSJSJS§ tSga?5S2I IwSSS*? 0 AQGAGGCGCG AGTTAAGCGA 
1 1691 ATGGCA8CTG ACTTGCAGTG G'CAGCCTACT CSCAoacr^r S rI G ^ CC ? AQG6TGASAA TTACTTCGAC 
11761 CTTACATACA AGAGGCGGAT GAAGGCGAGS ACGAAPAro^ I5i2$ BC S5£ GACGGCA6GA TCTCACCTTC 
11831 GTGTTTTTTG CTAGATGGAA CAGCAAGCAC CGGATrrrar ??52IiSI!S GAAGACT6AT GGCACAACCC 
1T901 CGGCATTAAC TCCTCG5ACG ATTSGACCCA GftCel^rr 8 . «I GCGe<3CG GCGCTGCAGA GCCAGCCGTC 
11871 GAAGCCTTTA SACAGCAACC SUSSSg SS5g«?§SS SSSSSl SS5»2fi S?8Sgf 
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12041 CTAATCCCAC TCATQAGAAG GTCCTGGCCA 
12111 TGAGGCCGGA CTGQTATACA ACGCTCTCTT 
12181 AATTTGGACC GTATGATAAC AGATGTACGC 
12251 ACCTGGGTTC GCTGSTGGCG TTAAATGCTT 
12321 GGATTATACT AACTTTTTAA GTGCTTTSAQ 
12391 TCCGGTCCTS ATTACTTCTT TCAGACTAGC 
12461 AAAACCTTAA AGGTTTGTGG GGAGTGCATQ 
12531 TCCGAACTCC CSCCTGTTAT TACTGTTGGT 
12601 TATTTGG5TT ACCTACTAAA CCTGTATCGC 
12671 AAGAAATTAC CCAAGTCAGT CGCGCTTTGG 
12741 CTTGCTTACC AATCGGTCTC AAAAGATCCC 
12BH AGATATGTGC AGCAGAGCGT GGGATTGTTT 
1288T TGACAGCGCG AAATATGGAG CCCAGCATST 
12951 CTTGCACAGA GC7GCCGCTA TGAACTCTGA 
13021 CCACCTGGTT TCTACACGGG CGAATA7GAC 
13091 ACAGCGATGT TTTTTCACCT CTTTCTGATC 
13161 TTCTGCATCG CTQTCC8GGG TCATGGGTGC 
13231 CTACCCTTTT CTCTACACAG TGTACGTAGC 
13301 AAGAGGAGTA CCTAAACGAT TCCTTGCTCA 
i 13371 AAGTTTGGTG GATAAAATGA GTAGATGGAA 
■ 13441 GGGACTACAA GTAGAGCGAG CCGTAGACGC 
13511 AGGATTCGGC CGATGATAGC AGCGTSTTGG 
13581 GCGCCCTCGC TTGGGTQGTA 7GTTGTGAAA 
13651 GCGTACGTTC ETTCTTCTTT ATTATCTGTG 
13721 TGTATCCGGA GGGTCCTCCT CCTTCGTACG 
13791 ATCCCCACTG GAGGCTCCCT TTGTGCCTCC 
138S1 TACTCGGAAC TGGCACCTCA GTACGATACC 
13931 CTTCTCTGAA CTATCAGAAT GACCACAGCA 
14001 TAC6GAAGCC AGCACCCAGA CCATTAACTT 
14071 ATSCATACTA ACATGCCAAA CGTGAACGAG 
14141 CCAGAAAACC TCCCGACGG7 GCTGCAGTTG 
14211 GTGGTTCGAG TTTACTTTGC CAGAAGGCAA 
14261 ATCATAGATA ATTACTTGAA AGTGGGTAQA 
14351 ACACCAGGAA CTTCAAGCTG GGATGGGATC 
14421 AGCCTTCCAT CCTGACATTG TCTTACTGCC 
14491 CTTCTTGGTA TCAGAAAAAA ACAGCCATTT 
14561 GTAATATTCC GGCCCTCTTG GATGTAGATG 
14531 AGCTGCTACA GCTGCTGCAS AAGCTAAGGC 
14701 GGAGAGGTCA GAGGAGACAA TTTTGCGCCA 
14771 CTGAAGGAAC GBACGTGAAA CTCACTATTC 
14*41 GTTGGAAGAC A4AATCAACA CAfiCCTATCG 
14911 SGAGTGCSTT CCTGGACATT GCTCACCACC 
N 14981 TTCCAGACAT GATGAAGGAT CCTGTCACT7 
) 15051 TGCAGAGCTT ATGCCCGTCT TCTCAAAGAG 
15121 CAGTCCACCT CGCTTACGCA CGTCTTCAAC 
15191 CCACCATTAC CACCGTCAGT GAAAACGTTC 
15261 TATCCGGGGA GTCtAACGTG tgaccgttac 
15331 CTGGGCATAG TCGCACCGCG CGTCCTTTCA 
15401 CGCCCAGTAA TAACACCGGT TGGGGTCTGC 
15471 TACCCAACAT CCCGTGCGTG TTCGCGSACA 
15541 GTTCGAACCA CCGTCGATQA TGTAATCGAT 
15511 CTACATCTAC TGTGGATGCA GTTATTGACA 
15631 CCGGCGAAGG CGCATTGCCA GACGCCACCG 
15751 AGAGCTAGAC GCGTGGQGCS AAGAGCCATG 
15821 GCAGGTCCCG CAGGCAAGCA GCCGCTGTCG 
13891 CAATGTATAC TGGGTGCGTG ACGCTGCCAC 
15961 TAGAAGATAC TGAGCAGTCT CCGATBTTGT 
16031 AAATGCTGCA GGTTATCGCA CCTGAAGTCT 



TCGTGAACGC GTTGGTGGAG AACAAAGCTA TTCGTCCAGA 
AGAACGCGTG GCTCGCTACA ACAGTAGCAA TGTGCAAACC 
GAAGCCGTGT CTCAGCGCGA AAGGTTCCAG CGTSATGCCA 
TCTTGAGTAC TCAGCCTGCT AATGTGCCGC GT6GTCAACA 
ACTGATGGTA TCAQAA6TAC CTCAGAGC6A AGTGTAT CAG 
AGACAGGGCT TGCAGACGGT AAATCTGAGC CAAGCTTTTA 
CCCCGGTAGG AGAAASAGCA ACCGTGTCTA GCTTGTTAAC 
AGCTCCTTTC ACCGACAGCQ GTAGCATCGA CCGTAATTCC 
GAAGCCATAG GGCAAAGTCA GGTGGACGAG CAGACCTATC 
SACAGGAAGA CACTGGCAGT TTGGAAGCCA CTCTGAACTT 
TCCTCAATAT GCTCTTACTG CGGAGGAGGA GAGGATCCTT 
CTGATGCAAG AGGGGGCAAC TCCGACTGCA GCACTGGACA 
ATGCCAGTAA CCGACCTTTC ATTAACAAAC TGCTGGACTA 
TTATTTCACC AATGCCATCT TAAACCCGCA CTGGCTGCCC 
ATGCCCGACC CTAATGACGG ATTTCTGTGG GACOACSTGG 
ATCGCACGTG GAAAAAGGAA GGCGGTGaTA GAAT6CATTC 
TACCGCGGCT GAGCCCGAGT CTGCAAGTCC TTTTCCTAGT 
AGCGAAGTGG GTAGAATAAG TCGCCCQAGT TTAATGGGCG 
GACCGGCAAG AGAAAAAAAT TTCCCAAACA ATGGAATAGA 
GACTTATQCT CAGGA7CACA GAGACGAGCC TGGGATCATG 
CAQCGCCATG ACAGACAGAG GGGTCTTGTG TGGGACGATG 
ACTTGGGTGG GAGAGGAAGG GGCAACCCGT TTGCTCATTT 
AAAAATAAAA AAGAAAAACT CACCAAQGCC ATEGCGACGA 
TCTAGTATAA TGACCCGAGT CGTGCTAGGC 6GAGCGGTGG 
AGAGCGTGAT GCAGCAGCAG CAGGCGACGG CGGTGATGCA 
GCQATACCTG GCACUTACGG AGGGCAGAAA CAGCATTCGT 
ACCAGGTTGT ATCTGGTGGA CAACAAGTCG GCGGACATTG 
ACTTCTTGAC CACGGTGGTG CAGAACAATG ACTTTACCCC 
TGATBAAC6A TCGCGGTGGG GCGGTCAGCT AAAGACCATC 

TATATCTTTA GTAACAAGTT CAAAGCGCGT gtsatggtgt 
GGGATACTTA TGATCACAAG CAGGATATTT TGGAATATGA 
CTTTTCAGTT ACTATGACTA ttgatttgat GAACAATGCC 
CAGAATGGAG TGCTTGAAAS TGACATTGGT GTTAAGTTCG 
CCGAAACCAA GTTGATCATG CCTGGAGTGT ATACGTATGA 
TGGCTGCGGA GTSGATTTTA CCGAGAGTCG TTTGAGCAAC 
CAAGAG6CTT TTAAGATTTT GTATGAAGAT TTAGAAGGTG 
CCTATGAGAA CAGTAAGAAA GAACAAAAAG CCAAAATAGA 

AAACATAGTT gccagcgact ctacaagggt tgctaacgct 

ACACCTGTTC CGACTGCAGA ATCATTATTG GCCGATGTGT 
AACCTGTAGA AAAAGATAGT AAGAATAGAA GCTATAATGT 
CAGTTGGTAT CTTTCGTACA ATTATSSCGA TCCCGAAAAA 
TCAGATGTCA CCTGCGGAGC AGAQCAGGTT TACTGGTCGC 
rCCGCTCCAC TAGACAAQTC AGTAACTACC CTGTGGTGGG 
CTTCTACAAC GAACAAGCTG TGTACTCCCA GCACCTCCGC 
CGCTTTCCTS AGAACCAGAT TTTAATCCGT CCGCCGGC6C 
CTGCTCTCAC AGATCACGGQ ACCCTGCCGT TGCGCAGCAG 
TGACGCCAGA CGCCGCACCT 3'fCCCTACGT GTACAAGGCA 
AGCCGCACTT TCTAAAAAAA AAAAATGTCC ATTCTTATCT 
GCGCTCCAAG CAAGATGTAC GGAGGCGCAC GCAAACGTTC 
TTTTCGCGCT CCATGGGGTG CCCTCAAGGG CCGCACTCGC 
CAGGTGGTTG CCGACGCCCG TAATTATACT CCTACTGCGC 
GTGTAGTGGC TGACGCTCGC AACTATGCTC GACGTAAGAG 
AGCTACCACT GCCATGCGAG CCGCAAGAGC TCTGCTACGA 
CTTAGGGCGG CCAGACGTGC AGCTTCGGGC GCCAGCGCCG 
CAGCGGCGAC TATTGCCGAC ATGGCCCAAT CGCGAAGAGG 
CGGTCAACGT GTACCCGTGC GCACCCGTCC CCCTCGCACT 
GTCCCAGCGG CGAGGATGf C CAABCGCAAA TACAAGGAAG 
ACGGCCAACC GTTGAAGGAT GAAAAAAAAC CCCGCAAAAT 
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16101 CAAGCGSGTT AAAAAQQACA AAAAAGAAGA GGAAGATGGC GATGATGGGC TGGCGBABTT TGTGCGCGAG 
16171 TTTGCCCCAC GGCGACGCGT GCAATGGCGT GGGCGCAAAG TTCGACATGT GTTQAGACCT G6AACTTC6G 
15241 TGGTCTTTAC ACCCCGCQAG CGTTCAAGCG CTACTTTTAA GCGTTCCTAT GATGAGBTBT ACGGGGATGA 
16311 TGATATTCTT GAGCAGGCGG , CTGACCGATT AGGCGAGTTT GCTTATQGCA AGCGTAGTAG AATAACTTCC 
16361 AAGGATQAGA CAGTGTCAAT ACCCTTGGAT CATG5AAATC CCACCCCTAG TCTTAAACCG GTCACTTTGC 
164S1 AGCAAGTGTT ACCCGTAACT CCGCGAACAG GTGTTAAACG C6AAGGTGAA GATTTSTATC CCACTATGCA 
18521 ACTGATGGTA CCCAAACGCC AGAA6TTGGA GGACGTTTTG GAGAAAGTAA AAGTGGATCC AGATATTCAA 
16591 CCTGAGGTTA AA6TGAGACC CATTAAGCAG GTAGCGCCTG GTCTCGCCGT ACAAACTQTA GACATTAAGA 
16661 TTCCCACTGA AAGTATGGAA GTGCAAACTG AACCCGCAAA GCCTACTGCC ACCTCCACTG AAGTGCAAAC 
16731 GGATCCATGG ATGCCCATGC CTA7TACAAC TGACGCCGCC GGTCCCACTC 6AAGATCCCG ACGAAAGTAC 
18901 GGTCCAGCAA GTCTGTTGAT GCCCAATTAT CTTGTACACC CATCTATTAT TCCTACTCCT GGTTACCGAG 
18B71 GCACTCGCTA CTATCGCAGC CGAAACAGTA CCTCCCGCCC TCGCCGCAAG ACACCTQCAA ATCGCAGTCG 
16941 TCGCCGTAGA CGCACAAGCA AACCGACTCC CGGCGCCCTG GTGCGGCAAG TGTACCGCAA TGGTAGTGCG 
17011 GAACCiTTGA CACTGCCGCQ TCCCCGTTAC CATCCGAGTA TCATCACTTA ATCAATQTTG CCGCTGCCTC 
17081 CTTGCAGATA TGGCCCTCAC TTGTCGCCTT C3CGTTCCCA TCACTGGTTA CCGAGGAAGA AACTCGCGCC 
™] Q I5S^5iSS rSTrI TSQQAk ^SCGGAATGC GACGCTACAG GCGACGOCGT GCTATCCGCA AGCAATTGCG 

2521221111 rii£S£S£ CT taattccaa t TATCGCTGCT GCAATTGGCG CGATACCAGG CATAGCTTCC 

?5 5I?2S2?ITS ^?"ZS5 CA ACGACATTGA CATTBQAAAA AAAACGTATA AATAAAAAAA AATACAATG6 
7361 ACTCTGACAC TCCTG6TCCT GTQACTATQT TTTCTTAGAG ATGGAAGACA TCAATTTYTC A?CCTTGGCT 
™n S?5?aStS5 GTACATGGGC ACCTQGAGCG ACATCGGCaC GAGCCAACTG aacgggggcg 

™1 SlJSttllS ?£5££2T£ T £ tggagc gggc ttaaaaattt tggctcaacc ataaaaacat acgggaacaa 

Mill IS AGCAG7ACAG GACAGGCGCT TAGAAATAAA CTTAAAGACC AGAACTTCCA ACAAAAAGTA 
I?7? ?I?SE2?5i Ii!Sr CCW CATCAATGGA GTGGTAGATT TGGCTAACCA GGCTGTGCAG SaKaqStIa 
17711 ACAGTCGTTT GGACCCGCCG CCAGCAACCC CAGGTGAAAT GCAAGTGGAG GAAGAAATTC CTCCGCCAGA 
III?] AAAACGAGSC GACAA6CSTC CGCGTCCCGA TTTGGAAGAG ACGCTGGTGA CCCGCGTAEA TGAACCGCCT 
llll^ill AAGCAACGAA GCTTGGAATG CCCACCACTA GACCGATAGC CCCAATGGCC ACCGGGSTGA 

IZfi tgaaaccttc tcagttgcat cgacccgtca ccttggattt gccccctccc cctgctgcta ctgctqtacc 

1222 CGCTTCTAAG CCTGTCGCTG CCCCGAAACC AGTCGCCGTA GCCAGGTCAC GTCCCGGGGG CGCTCCTCQT 

I?S iS2!E2i£ I^I5 Tfi 2S c AGCATCGT * S gtctaggcgt gcaaagt£?a aaacgccgtc 

IfiSl gctgctttta attaaatatg cactacccct taacttgcct atctgtgtat atgtgtcatt acacgccgtc 

6201 ACAGCAGCAG AGGAAAAAAG GAA5AQGTC9 TGCGTCGACG CTGAGTTACT TTCAAQATGG CCACCCCATC 

8271 GATGCTGCCC CAATGGGCAT ACATCCACAT CGCCGGACAG GATGCTTCGG AGTACCTGAG TCCGQQTcTQ 

834 GTGCAGTTCG CCCGCGCCAC AGACACCTAC TTCAATCTGG GAAATAAGTT TAGAAATCCC IcCGTAGCGC 

lllll CBACCCACGA ^TGACCACC GACCGTAGCC AGCGGCTCaT gttgcgcttc gtgcccgtts accgggagIa 

222 SEI^iJE tcttacaaag tgcggtacac cctggccgtg ggcgacaaca gagtsctgga tatggccagc 

12251 ACGTTCTT TG ACATTACCGG CGTGTTGGAC ABAGGTCCCA GTTTCAAACC CTATTCTGGT ACGGCTTaca 

III cSSSffi 2S2222S ?SJ C ?S AATG cat ™atg gattgcaaaa ggSaJcaI ctbcwcabc 

™ £r^??S£ AT cgtcaa gaag AACATGAAAC agaggagaaa actgctactt ACACTTTTGC CAATGCTCCT 

• SS StEacmS 22tE2S2I TA ^ AAAAeAG GGCTTACCAA TAGGTTTGGA GATTTCAGCT SJaIaSaS 
CTAAA CCCAT CTATGCAGAT AAACTTTATC AGCCAGAACC TCAAGTGGGA GATGAAACTT SSArTnarrT 

M7 TCCtItStSJ ^rr^r^I GSCTCTAAAG CC?ACTAC?A AcI^AaS CTC?ScS 

qn2 ISfrTJSSw III5 AAAGGT s^tcaggcaa aaccgaaaaa ctcggaaccg tcgagtgaaa 

19041 AAATTGAATA TGATATTGAC ATGGAATTTT TTGATAACTC ATCGCAAAGA AfAiAn-Trl ATrr?AA*7V 

l a! ISSSSlfl l^irt QA aaSccJSc SSStStB rS^SSg RSSeSSS . 

^9f£6£ GTT CCSAAGCTAA TTTGSGACAA CAETCTATGC CCAACACACC CAACTACATT f5BrTTr«n»n 
™fIK A I I Q8ACTCAT S TACTATAACA STACTGGTAA CATGgSggtq CTGGCTGGTC AAaSf£?M 
S II AAATacA GTGGTTSACT TGCAGGACAG AAACrCABAA CTTTCTTACC AACTCTTGCT TSar?r??^ 
19391 GGCGACAGAA CCAGATACTT TACCATGTGG AATCACQCTC TGGACAGTTA TrATrrT»«T I? A S"5 TCTG 
19481 TTGAAAATCA TGGTGTSGAA GATGAACTTC CCAACrATTG TTTTCCACTG GAC^rrl?*! 
19531 AACCAGTTAC AAATCAATAG TTCCAAaIgg AGAAGATAAT IatIaTtS! KSSSSiS 
19001 ACAAGTGAGA TC6GACAGGG TAATTTGTTT GCCATGGAAA TTAACCTTCA AGCCftATrTA tp^aI^t 
m IrfIII A H C CAATGTGGCr CTGTATCTCC CAGAC?CG?A CAAa"5cC A CGTcSaa?G SScTTCC 
\llVi ^^S55* AACACCTACG ACTACATGAA CGGGCGGGTG GTGCCGCCAT CTCTAGTAGA CACCTATSTr 
9811 AACATTGQTG CCAGGTCGTC TCTGGATBCC ATGGACAATG TCAACCCATT CiiPMr?,? CACCTATGTG 
19861 GCTTGCBTTA CCGATCTATG CTTCTGGGTA ACGGACGTTA TGTGCCTTTC r^?^^ 52J^^ <aCTQ 

as: $E23S sssaas ggsds? S EUBJ ssass 

sooa, 0 c»tc.«c=? c?Sf5SSS TrSfSSS .iSSSSS SSSS?? SS?SSS SSSSS?i 
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a01.1 SAAT^CACC AATWTCAJT CA™*g} g?££K KS2tTT SESSS SSSIK 
20231 AATGCAACCA A ™TTCCCAT "CCATTCCT TCTCECAACt TTTQTCTATT C7GG77CTA7 

20301 SACTSAAAAC CAAAGAAAC7 CCCTCTTTSG SBTCTGGATT ]OM£W^ ccaTcatG tt TGACTCTTCA 

KS2! ZESESSE ctZ1Sa?£ EStIcK TCtCCTAAM AATTTGAAAT AAAGCGCACT GTGGATGGCG 
!S2t !I£55IS?a r??!eccCAA TGCAACATGA CCAAAGACTG GTTCTTGGTA CASATGC7CG CCAACTACAA 
ISli SiESKS SSScTTCT Ic"tcCAGA AGGATACAAA GA7CGCA7G7 ATTCATTTTT CAGAAACTTC 
20581 CATCGGCTAT "GGGCTTCT *CATTCCABA *??2atTACA AAGACTTCAA GGCCCTCGCC ATACCCTACC 

ill ~ S « is mXSttctI ffi 

SZII ;I; ;pTp!r rraTAnrfcTT CTCGAGCAAC TTCATGTC7A TGGGGGCCCT 7ACAGAC7TG GGACAGAATA 

Inlt SkEtaTM SEtSSt £t«T™GQ IcATGACCTT TGAGGTGGA7 CCCATQGATG AGCCCACCC7 

o?no SCTTTATCTT CTCTTCGAAG TTTTCGACGT GGTCAGASTG CATCAGCCAC ACCGCGGCAT CATCGAGGCA 

i n? btctImtm GTACACCGTT CTCGGCCGGT AACGCTACCA CGTAAGAAGC ttcttgcttc TTGCAAATAG 

I iJ cagctgcaac Stmcctk ggatcccaaa acggctccag cgagcaagag ctcagagcca JTGTCCAAGA 

% oil rrTprGTTGr GGACCCTATT 7T7TGGGAAC CTACGATAAG CGCTTCCCGG GGTTCATGGC CCCCGATAAg 
lis CTCGCCTSTG CCATTSTAAA TAC5GCCGGA CGTGAGACGG SGGGAGAGCA CTGG7TGGCT TTCGGTTGGA 
fill SccSStTC TAACACCTGC TACCTTTTTG ATCCTTTTGG ATTCTCGGAT 6ATC6TCTCA AACAGATTTA 
I 42 CcSsTTTGAA TATGASG6TC TCCTGCGCCG CAGCGCTCTT GCTftCCAAGG ACCGC7G7AT TACGCTGGAA 
.*A?r-rIrrr flrlrreTCCA CECCCCCCGT TCTCCCGCCT GCGGACTTTT CTGCTGCATB TTCCTTCACG 

I n cctttgtgca ctSqcctEc StccStot actoaSccc CACCATGAAA TTGCTAACTG QASTGCCAAA 

§!£i ral^TSCTT CATTCTCCTA AASTCCAGCC CACCCTGTGT GACAATCAAA aagcactcta ccattttctt 

iiToi SJtaSStt mmttSttt tcqctctcat cbtacacaca tcgaaagggc cactgcgttc gaccgtatgg 

l?7? ATrTTCAATA ATGACTCATG TAAACAACGT GTTCAATAAA CA7CAtTTT A TTTTTTTACA 76TA7CAAGB 
§1U1 CTCTBGAT7A CTTA77TA7T TACAA6TCGA ATGGGTTC7G ACGAGA A7CA GAATGACCCG CAGGCAGTGA 

1 In 5IS?TCe6S SaCTGATACT 7GGGT7GCCA CTTGAATTCG GGAATCACCA AC77GGGAAC CGG7A7ATCG 

2 SB GGCAGGA7G7 WCTCCACAS CTTTCTGGTC AGCTGCAAAG CTCCAAGCAG G7CAGGABCC GAAATC7TGA 
SOS AA7CACAATT AGGACCAG7G CTC7GAGCGC GASAGTTGCG 6TACACC6GA T7GCAGCAC7 SAAACACCAT 
1,2 CAGCSACGGA TQ7CTCACGC T75CCAGCAC GGTGGGA7CT GCAATCAT6C CCACA7CCAG A7C77CAGCA 
22 91 T7GGCAATGC TEAACGGGGT CATC77GCAG G7CTGCC7AC CCATGGCCiBG CACCCAATTA GGC7TG7GG7 
5§2B1 TGCAA7CGCA GTGCAGGGGG A7CAG7A7CA TC77GGCCTS A7CC7GTCTG ATTCCTGGAT ACACGGC7CT 
WW rATGAAAGCA tStATTMT TGAAAGCC7G C7GGGC7T7A C7ACCCTCGG TA7AAAACA7 CCCGCAGGAC 
H«0 CTGCTCGAAA AC7GGT7A6C TGCACAGCCG GCATCA77CA CACAGCAGCG GGCG7CA7TG T7GGC7AT77 
lla? ECACCACAC7 TCTGCCCCAG CGC77TTGGG 7GA77TTGGT 7CGC7CGGGA 77CTCCT7TA AGGCTCG7TG 
mi] xrrftTTCTCC CTGBCCACAT CCATCTCSAT AATCTGCTCC TTCTGAATCA TAATATTGCC ATGCAGGCAC 
otr? I™?5?fiC CCTCAT AATC ATTGCAGCCA TGAGGCCACA ACSCACAGCC TGTACAT7CC CAATTATQ.GT 
Ills GGGCGATCTQ SS StAtSSc CC7GCAGAAA TCT7CCCA7C A7CSTGC7CA GTGTCTTGTG 
OVlVi iTTAPTCAAA G77AAC7GGA TGCCTCGG7G C7CT7CGT77 ACG7ACTGG7 GACAGATGCC CTTGTATTGT 
Mall 7CS7GTTGC7 CAGGCA7TAG T77AAAACAG G77C7AAS7T CGTTA7CCAG CC7G7AC77C TCCATCA8CA 
Hill baSIItSc 77CCA7GCC7 T7C7CCCAAG CAGACACCAG GGGCAAGCTA ATCGGA7TCT 7AACAG7GCA 
1^1 QGCASCAQC7 CC7T7AGCCA GAGGSTCATC TTTABC8ATC TTGTjCAATGC TTCTTTTGCC ATCC77C7CA 
5^1 ?PGArsCGCA CGGGCGGGTA GCTGAAACCC ACTGC7ACAA G7TGCGCC7C T7C7CTTTCT TCT7C0C7G7 
2310 CTT3ACTGAT G?5?7GCA7G GGGATATGT7 TGGTC77CCT 7GGCTTC7TT TTGGGGSG7A TCGGAGSAGG 
H 7 AGGACTGTCG CTCCG7TCCG cZeACAGGGA GGATTG7GAC G77TCGC7CA CCATTACCAA CTSACTSTCG 
2324 G7ASAAGAAC C7GACCCCAC ACGGCGACAG G7GTT77TC7 TCGGGGGCAG AGGTGGAGGC GAT7GCGAAG 
ill? GGCTGCGG7C CGACCTGGAA GGCGGA7GAC TGGCAGAACC CCT7CCGCGT TCGGGGG7G7 «7CCCTG7a 
233a t GCGGTCGC7T AAC7GA7TTC CT7CECGGCT SGCCA7TG7G TTCTCCTAGG CAGAGAAACA ACAGACA7GC 
23151 AAAC7CAGCC AT7GCTGTCA ACA7CGCCAC GAGTGCCA7C ACATCTCG7C C7CAGCGACG AGCAAAACCA 
2352 GCAGAGCTTA AGCA77CCAC CGCCCAS7CC TGCCACCACC TC7ACCC7AG AAGA7AAGGA GGTCQACGCA 
SSl TC7CATGACA TGCAGAA7AA AAAAGCGAAA GAGTCTGAGA CAGACA7CGA GCAAGACCCG GGCTATG7GA 
23661 CACCGGTGGA ACACGAGGAA GAG7TGAAAC GCT7TCTAGA GAGAGAGGA7 GAAAAC7GCC CAAAACAGCQ 
2373 AGCAGA7AAC 7A7CACCAAG ATGCTGGAAA 7A6GGA7CAG AACACCGAC7 ACCTCA7AGG GCT f GACGGG 
23801 GAAGACGCGC 7DC77AAACA TCTASCAAGA CAG7CSCTCA TAGTCAAGGA TGCA77A77G GACAGAACTG 
23871 AAGTGCCCAT CAGTGTSGAA GAGCTCAGCT GCGCCTACGA GCTTAACCTT TT7TCACCTC QTACTCCCCC 
239« CAAACG7CAG CCAAACGGCA CCTGCGAGCC AAA7CC7CGC TTAAAC7T7T ATCCAGC7T7 7GC7G7QCCA 
24011 GAAGTAC7GG C7ACCTA7CA CA7CTTTT7T A A AAA 7 C AAA AAATTCCAG7 C7CC7GCCGC SC7AA7CGCA 
24081 CCCGCGCCGA 7GCCC7ACTC AA7C7GGGAC C7GG77CACS CTTACC7GAr A7AGCT7CCT TGGAAGAHB7 
24151 TCCAAAGA7C T7CGAG6G7C TCGGCAA7AA TGAGACTCGG GCCGCAAATG CTCTQCAAAA GGSAGAAAA7 
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24221 GGCATGGATG 
24291 GAAGCG7CGA 
24301 GGACCAGTTA 
24431 GGTAAACCAG 
24501 AGCGTCGCAA 
24571 CGATTCAGAA 
24641 CCA7QCAAQA 
24711 TAGGACAAAG 
24781 TCTCTACCTG 
24B81 AAAGAGCTTG 
24921 CTTCCQACCT 
24991 TATGAGCGAG 
25061 TQCTQCQCAC 
25131 GCTACCTGTT 
25201 CTTGCTQGAB 
25271 ATGAGCGAAA 
26341 CTGGGCAAAG 
25411 TTACCACCCC 
25481 GTCATCACCC 
25551 AAAAGGG7AA 
25621 CCCAACGACB 
25691 CAG7CAGGCA 
2S761 AACCAGGAQQ 
2583 T ACAGCGCTAC 
25901 ACGCTTCCCO 
25971 GGGCATAAGA 
26041 TGCTATTCCA 
26111 CTATAGCCAG 
26181 AGCGGCAGTT 
26251 CAAACCCGAG 
26321 AGCAGGAACT 
2639! AGATCAACTT 
26461 GAGTAGGCAG 
26531 CCCACGCCTT 
26601 CCCGCATGAA 
26671 CCAAA7AC7T 
26741 GCCGCCCTAG 
26811 TCCAAATGAC 
26881 TATAAAACGC 
26951 CTACGACCAG 
27021 TGACTTTGGA 
27091 TACTCCCTCT 
27161 TTCGACGCGA 
27231 GCGACA7CTA 
27301 CTCCCCAAGG 
27371 GCCTGCAACG 
27441 CTACTGCATT 
27511 AACTGAATTA 
27581 TTTCCTGTCG 
27651 GCT7TTCCAG 
27721 AGAAAACCCT 
27791 TGCTACCTAT 
27361 ACTAGTC7TG 
27931 GACCCABAAA 
28001 GATQGQAAT3 
28071 GGAGCCAGGA 
28141 AACACTT7CA 
2827 1 CTAGCAAGGA 



AGCATCACAB 
GGTCACACAC 
CTCArTAAGC 
T6GTCAGTGA 
GCTTATGATG 
ACCTTGCGCA 
TATCTAACGT 
CG7GC76CAC 
TGCCACACGT 
ACAA6CTCTT 
GGCAGACCTC 
AGCATGCTTA 
TQCCCTCCGA 

CCGTCTGGCC 
TGCCACTGCC 
CCCAGATAAT 
TTTAAAACTG 
TATGAAATCA 
AGGGGGCAAT 
GGGGG7CTAC 
AGAAAACAAG 
GAGGAGGCGG 
CAGAQGACGT 
CATCTCCGCT 
AACCCAACCA 
ATGCCATCAT 
CCATQGGGTG 
CAAATCCCGA 
AGAAAATACA 
AGTTAAGAAA 
GAAAATAAAA 
CAGCGCACTC 
CGACCGCGCT 
ACATGTGGAG 
TTGGCTCAGC 
TTGGAACAGT 
TGTACCAGGA 
TAATGCAGGT 
CTGATGATCA 
ACGGAATCTT 
AA&TTCGTCT 
6TCTACTTCA 
TTAGCGAGTC 
GACCACTGCC 
ATCACCCTCA 
AATTTTCTCC 
TG7AATCACC 
AGACTCTCCT 
TCCAGGACTC 
AAGCATTTTC 
TGGGTSGAAG 
ACACACCTTG 
CTTGTTTTAC 
ACTGCACACT 
CAGGTCCGTT 
GTTCCCGAGT 
TTTTTTCT3A 
CAACATCGTA 



CGTTCTGGTG 
TTCGCATATC 
GCGCAAGTCC 
TGAGCA6C7A 
GCCGTGGTGC 
AACTCGAAGA 
GGAACTCACC 
AGCACCCTTA 
GGCAAACCGG 
ACAGAAATCT 
ATCTTCCCAG 
ACAATTTTCG 
CTTTGT6CC7 
AACTATCTCT 
GCTQCAATCT 
AGGCACCTTT 
ACCCCGGGAC 
AGTTCTATGA 
TCTGGCCCAA 
CTTGACCCCC 
AAGTtGAAGG 
AGGAGGACAG 
GGAAGAAGTA 
CCGAGTCGAG 
GCGCTTCCAA 
JCTCCTGCTTG 
AACTTTCCSC 
CAGTCTCGAC 
CAACAAGTGC 
TCGGATCTTT 
AACCGATCTC 
TCGAGGACGC 
TATTCAAAAA 
TTATCAACCC 
GCCGGGCCTT 
CAGCTCTTAC 
AAGTCCCGCT 
GCGCAGTTAG 
GASGCCGAGG 
TCACATTGCC 
TCGCAACCCC 

ACCCCTTCTC 
AGTGGACGGC 
GCCGCTTTCG 
AGGTCCGGCC 
CAGCGGCCCG 
CCGGATTQCA 
ACGGACTGCC 
TGTTAACTTC 
CCTACTAATA 
CGGGCCTTGT 
CTTCACTTTC 
TTTCGCTTTT 
TACTTTTGCA 
QAAATTACAC 
GGTACACTQT 
AATGTGCQAT 

ACGtTCTCCA 



GAATTGGAAB 
CCGCTGTCAA 
CCTTTCAGAA 
ACCCGATGGC 
TGSTTACCGT 
GAATCTGCAC 
AACCTGGTTT 

AGGGGGAAGC 
CATGGGTGTA 
CTTAAGSTTC 
AGCGTCTCAG 
CTCTTTCATC 
CTCACCTACC 
CCTACCACTC 
GTGCACGCCC 
GAATT'GCAAG 
TGTGGACCTC 
CGACCAATCA 
TTGCAAGCCA 
AGACCGGCGA 
TGCAGCCSCC 
TC7GGAG3AC 
ACCGCCGACA 
GAACCCGGCG 

GACCG6TAAG 

CATGAGTGCG 

GCAATGTTTT 

AGATAAAGAC 

AGCAACAGGA 

CCAACCCTGT 

TGCGTTCGCT 

CGAGGC7CTC 

AGGCGGGAAT 

CAAATGGGAT 

CTATGATTTC 

CACCACGCCC 

CCCACCACTG 

CTGGCSGCTC 

TATCCAGCTC 

6GCTGCGGGA 

QCTCqGlQCGG 

CGGATCTCCT 

TACGATTGAT 

CTGCTTTGCC 

CACQGAGTGC 

TGCTGATCGA 

TGAAAGCCTT 
GCTTCTTCAA 
ACCTTTCCTA 
CTACTTTCAA 
AGTACTAGGA 
CTAGTGGTCT 
GGAACCGGGT 
CCCGACACAA 
ACAATAACAA 
CTCTGTCCGA 
CTGGCCATGT 
TTGCTTATTG 



GCGATAATQC 
CCTGCCCCCT 

GACATGCATG 
TGCGCACCSA 

AGAACTA6A6 
TACACTTTTA 
CCTACATGG6 
CCGCCGTGAT 
TGGCAGCAAT 
TGTGGACAGG 
GGTTACTTTG 
CTGGAACGCT 
6CSAGTGCCC 
GGATGTGArC 
CACCGGTCCC 
GCCCCAGCAG 
CGCCTACTTG 
CAGCCTCCAA 
TCCAAAAATC 
GGAACTCAAC 
GCCCCCAGAA 
AGTCTGGAGG 
AACAQTTATC 
GCGTCCCAGC 
AAGGATCG6C 
GGGGCAACAT 
SCATTACTAC 
AGCGGCGGCG 
SGATTAAAGA 
ATGCCATCTT 

CACCAGAAGT 
TTCAACAACT 
TACATCATCC 
TGGCAGCAGG 
TCGAGTTAAT 
CGCCAACACC 
TATTACTTCC 
CACCCTATG7 
AACGACGAGT 
GATCTTCCTT 
AATCOGGACC 
GGGCACTACC 
GTCTGGTGAC 
CGGGAACTTA 
GGATTACTAT 
GCGAGACCAG 
TGCTGTCTTA 
CCCGGATTTT 
CTCACAAACT 
AACCGGAGGT 
ATTCTTGCGG 
TGTGGTATTG 
TCTGCCAATT 
GCCGCATCT5 
AACCTGGAAC 
GGTCCTGACG 
TCATGAGCAA 
CTTGTGCGCT 



CAGACTCGCA 
AAAGTCATGA 
ACCCAGATGC 
CTCTCCCCGG 
TGTCTCCGAC 
GACACGGCTT 
f ATTCTGCAT 
TACATCCGCG 
GTTTAGAAGA 
GTTCGACGAG 
CGAAACGGAT 
CCGGTATCCT 
CCCGCCGCTA 
GAGGATGTCA 
TAGCTTGCAA 
CCAAGGCGAT 
CGCAAGTTTG 
AGGCCGAACT 
CCGCCAAGAA 
ACAAGGTTCC 
GA7A7QGAGG 
AAGACAGTTT 
CTC6GCTGCG 
AGTAGATGGG 
AGGGATACAA 
ATCCTTCACG 
CGTCACCTCC 
ACCTCCAACA 
TTACAGCCAA 
"CCAGCAGACT 

TGTTTGTATC 
ACTGCGCGCT 

TCGACATGAG 
CGCCTCCCAG 
GATATACGCG 
TTAA7CCCAG 

TCGAGACGCC 
CGTCACAGGC 

CGGTGAGCTC 
CACCCC7CGT 
GTTCAATTT6 
CGGACGAG7T 
GCG6CTGAGC 
T7GAGTTCAT 
CGAAGGCAAA 
GGAAACACCA 
TGTS7AC7GA 
ACAACCAGAA 
AGAAGCTCAA 
GAGCTCCACG 
GTG93C7TGT 
GTTTAAAAAA 
ACGATCCATG 
TGGAGTTCTT 
AATACC7TAT 
GTTCCA7CCG 
ACAQ7A77CT 
7GCCTTC7TA 



G7ACTCAAGC 
CGGCGGTCA7 
CTG7GATGAG 
GATT7GGAAC 
G77TCTT7AC 
TG7GCGGCAG 
GAGAA7CGCC 
A77G7GTC7A 
ACAGAAC77G 
CGCACCGTCG 
TGCC7CAC7T 
GCCCGCCACC 
TGGAG7CACT 
GCGGACACCC 
CCCCCAGT7G 
GGGTCT7C7C 
CTCCGGAAGA 
77CGGC7TGC 
777CTAC7GA 
C7CAGGATG7 
AAGA77GGGA 
GGAGGAGGAA 
QAGACAAGCA 
ACCACACCGG 
GTCC7GGCGG 
CGGCGCTACT 

ACAGCCCC7A 
GAAAACCAGC 
CGAGCCAGCG 
CGGGGTCAAG 

ACAAGAGCGA 
GAC7CTTAAA 
TAAAGAAA7T 

GAC7AC7CCA 
CCTACCGAAA 

AAA77GGCCC 
CAGGCCGAAG 
CtCCCCATAA 
7CCGC77GGT 
CAGGCTG7TC 
7AGAGGAGTT 
CA7ACCCAAC 
TATCTCGGCT 
CTACTTCGAA 

A7AGACTCTC 
CGGTTTCCAT 
GTTTAATAAA 
GAACAAAACT 

CGACTACACC 
G7C7CCCTAC 

GA77ATTCT7 
TSGGGCCCAT 

TCTAGACTTT 
ATTAAG7GCG 
CCACCACATG 
CA7TAG7AAC 
CTATGGCCTC 
CTSCT77ACT 
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28281 gtgcgtatgc atacacctgc TTgggJg -KSKSSB atJ?twc* gcattgtcac rSgrSc 

283B1 CCTCTTTCTG TTTACAGACA TGGCTTCTCT TACATCTCTC ptptcitseG ACCCCCAATC ACTTCACAGC 

28421 GGACAAACAG TCQTCTCTAT CCCACTAGGA CATAATTACfl "CTCATAK ACCCCtA CAATAATAGT 

2B49 T CATCTGGAC CAAACTGGGA AGCBTTGATT ACTTTGATAT AATCTSTAAt aaa TTATEGTTAT 

2856 AACTT6CAAC ATACAAAATC ™ATTGAT TAATSTTASC AWHTTTACA GAAAACCACG AAAATGCCAA 

28831 gacagataca gtagtcaata tagaaattac ttggttcgtg ccacac CCGAC QAAAA 

28701 ATATGBCAAA GATTCGATCC. GATGACAATT CTCTAGAAAC TTTTA at^ t AATAATAtS C 

28771 AAACATCCCA GATTCAATGA TTSCAATTST TGCAGCGGTG «auiw.^wi | CTACTA AG6CTTAACA 
28841 ATGCTTTTAT ATGCTTGTCG CTACAAAAAG TTTCATCCTA AWAACAAGA CGCAACTCTG 
2BQ11 TTTAATTTCT TTTTATACAG CCATGGTTTC CACTACCACA TICCTTATG t CaaggtggtC 

28*81 ACTTCTGCTC GCTCACACCT CACTGTAACT ATAGGCTCAA JCTGtALAL * GTAGATTTTT 
2805 1 ATGTCTTTTG CTGGAGAATA JATGACAATG BATGGTTTAC JJAACCA gpTTCTATTA TGGAACCGAC 
20121 CTQCAACGGC ABAGACCTAA CCATTATCAA CGTGACAGCA AATBAtAAA a0CACCC CGC ACAACTACTT 
29 91 TATAAAA6TA 6TTTAGATTA TAACATTATT ™TGCCAT CTACCACTCC AACGCACT6T 
29261 TCTCTAGCAG CAGTBTCGCT AACAATACAA TWCAATCC AACCTTTHUJ touuvM AGTGACAATT 
29331 GAATAATTCT ACAACTTCAC ATACAACAAT TTCCACTTCA ACAATCAMA JW»uibU ^ 
29401 GGAATATCTA TTCTTGTTTT TACCATAACC TACTACGCCT GCTGCTATAb a « ACCAATCATG 
29*71 ATCCATTACT TA6ATTTGAT ATTTAATTTG TTCTTTTTTT gJTTTACAB ta^^ ACAS CAGTAG 
29541 STACCTA5AA ATTTCTTCTT CACCATACTC ATCTBTGCTT ™TGTTTfc GCTTTTGTTA CTT6CATCTG 
29811 CCACAGCAAC CCCAGACTGT ATASGABCAT JTCCTTCCTA JGCACTTTT £ GCGAATTGCC 
29681 CGTATGTAGC ATAGTCTGCC TGGTTATTAA ""'TTTCCAA ci i^imoaui TAAAAC CATB 

StSi tacctbcgcc accatcccga ataccgcaac caaaatatcg cmmcttct tag^ctcatc taa tatasta 

29821 CA6GCTATAC TACCAATATT TTTGCTTCTA ™TTCCtr tuw. ■ CTt8 CTT«CT ATCGAGAAAA 

S5! ATCAGAAATC SEE? ^ ™ CJGTTGCAC gJMJTgJ 

S SaSSB SSS2& rggcgjcr jgggcgc 

30311 CAGCABCAGQ AACaCSTSSC CAAABABCTC AQAWrOTCA JJCAMTTCA CCAATHUAAA T 
30381 TCTGTTTGGT AAAACAAGCC AAGATATCCT ACCMATCAC gCTACTQAC CA £ ACAAAGTBGA 
304S1 TCCCCCCCAA CGACAAAAAT TTACCTGCAT SGtSGSAATC **E«WTW i ' - TecT6 aagacCCTAT 
30521 GATACTAAGG GTTGCATTCA CTBCrCCTGC GATTCCATC5 AGTGCACCTA CACCCTGCT6 

30S91 scbgcctaag macctgcta ccaatgaatt aaaaaaaaat sattaataaa aaA c C aac Ta TsaTftTTCTA 

30661 GCAATAAGBT CTCTSTTGAA ATTTTCTCCC AGCAECACti ^I-SjT'- 7XTAGCTCCT CTCCT6TACC 

307*1 AACCCCBTTC AGCGGCATAC TTTCTCCATA C7TTAAAGGG MTOTCAAAT TTiAbu i 

30801 CACAATCTTC ATGTCTTTCT TCCCAGATGA "AAOAQAGT CCMCTCABT BACTCCTTCA AW 

30871 CCCCTATBAA 6A7GAAAGCA CCTCCCAACA CCCCTTTATA AACCCAGGGT [TAT7TCLtt «JT*uu 

SOW AC AC A A AG CC CAGACGGAGT TCTTACTTTA AAATGTTTAA ""ACTAAC AACCACAGGC G^TCTCTAC 

3101 AGCTAAAAGT GGGAGGGGGA CTTACAGTGG ATGACACTGA JflfiTACCTTA "AGAAAACA "CS^^al 

3106 AGCACCCATT ACTAAAAATA ATCACTCTGT AGAACTATCC ATTGGAAATG GATTAGAAAC JCAAAACAAT 

£ JgScSlrS GACTGGAATA aaccctccac ctaact $ tca aattbtggaa mcactajta caaatgatgg 

31291 CAAACTTACT TTAGTATTAG TAAAAAATGG AGGSCTTGTT AATGGCTAM TGTCTCTAGT TMTBTATCA 
3138 SACACTG7GA ACCAAATGTT CACACAAAAG ACAGCAAACA TCCAATTAAG ATTATATTTT GACTCTTCTG 

I A31 GAMTCTATt AACTGAGGAA TCAGACTTAA aaattccact taaaaataaa tcttctacag cgaccagtga 

31501 AACTGTA6CC AGCAGCAAAG CCTTTATGCC .AAGTACTACA SCTTATCCCT TCAACACCAC TA™GHAi 
31S71 AGTGAAAACT ACATTCATBG AATATGTTAC TACATGACTA GTTATGATAG AABTCTATTT CCCTTGAACA 
3164 TTTCTATAAT GCTAAACAGC CGTATGATTT CTTCCAATGT TGCCTATCCC ATACAATTTG AATGGAATCT 
*i?7l Ail-fftrAfiGT BAATCTttAG AAAGCAACAT AGCTACGCTG ACCACATCCC CCTTTTTCTT TTCTTACATT 
3 78 ACAGAAGACG ScAACTMM TAAAGTTTaI GTGTTTTTAT TTAAAATCAC AAMTTC8A8 TAGTTATTT7 
^?T?rarrT TrfrATTTCA TAGAA1ACAC CAATCTCTCC CCACGCACAG CTTTAAACAT TTGQATACCA 
I II T TAG AG A TAG ACATT8TTTT AGATTCCACA TTCCMACAG TTTCAGAGCG AGCCAATCTG |gTCAGTGA 
3 99 TAGATAAAAA TCCATCGCGA TAGTCTTTTA AAGCGCTTTC ACAGTCCAAC TGCT6CGGAT GCGACTCCGG 
32061 AGTTTSBATC ACBGTCATCT GGAAGAAGAA CGATGGGAAT CATAATCCGA AAACHHTATC GGAC6ATTST 
32°3 GTCTCATCAA ACCCACAAGC AGCCGCTGTC TGCGTCGCTC CGTGCSACTS CTGTTTATGG WTCAGGGTC 
3220 CACAGTTTCC TGAAGCAT3A TTTTAATAGC CCTTAACATC AACJTTCTGG TGCGATGCGC GCACCAACGC 
3227 ATTCTGATTT CACTCAAATC TTTQCAGTAG GTACAACACA TTATTACAAT ATTGTTTAAT AAACCATAAT 
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32341 TAAAAGCGCT CCA6CCAAAA CTCATATCTG ATATAATCGC CCCTGCATGA CCATCATAf r A44GTTTHT 

i» EittJI™ TSiSUSS TCAAAAACAC ACTACCCACA TAcI?ga4?T CTTTtSKS !?!SI?IttI 
32«81 ACAATCTSTC TGTACCATGG ACAACGTTGG TTAATCATGC AACCCAATAT AACCTTCrrr alrririrT? 

S BTCtSSS 55SSS ATGCATTGAA GTGAACCCTG CTGA7TACAA TSACAAT6AA i^gi^r 

fill fiBES*?*! r?r^^ AA -T AT F ATA GTGGCACAAC ATAGACATAA AtcStQCaT 

fjrSX CTTCTCATAA TTTTTAACTC CTCAGGATTT AGAAACATAT CCCAQQ8AAT AGGAAGCTCT TftCfi?afir&p 
327S1 TAAAGCTSGC AGAACAAG5A ACACCACGAA CACAACTTAC ACTATGCATA BTCATAETflT r«r^??5r? 
32831 CAACAGCGGG TGGTCTTCAB TCATAGAAGC TCG6CTTTCA TTTTCCTCAC aIm?waI ™™5S 
32901 GTGTAAGGGT GATGTCTG6C GCATGATGTC GAGCGTGCGC GCAACCTTQT StJIKoAQ TTBCTtS?? 
32971 ACATTCTCGT ATTTTGTATA QCAAAACGCG CCCCTGGCAG AACACACTCT TCTTCGCrT? JrSSJ™! 6 . 

II??! EBffiS! II£S?S» cgcItctaat ^dhl "" aa " g ™ tSKSS 

if S.5«I SS i Jr S SSSBS SttSiSS AGACGCAAGA IgSSBg 

liii! iiSSKSIc RK?5I2 JK5ESS KKSSK dssStt 

Se! SSJ5?S2? AAGAA " AAA KWaSaK ISuwSS ttttctaact cctcStcat 

3353 TGTGGTAAAT rrSIrr^Sr* JISS!£ BATA ATTTT CA6CT TTCCAGCCTT GAATTATTCG TBTCAGTTCT 

llla\ I5J5?It^ 5^I ccaca cattacaaa c aggtcccgga gggcgccctc caccaccatt CTTAAACACA 

3367 SfStt?™ trrrl^Ztl £I$$J CCTG TGTCA «TGT AGCGAATTGA GAATGGCAAC ATCAATTGAC 

1151, A I G ^xZI G 5 SIH TAAGTTC TTC TTTAAGT TCTAGTTCTA AAAACTCTCT CATaTTATCA CCAAArrlpT 

?1Z?3 TAGCCAGAAfi CCCCCCGGGA ACAAGAGCAG GGGACGCTAC AGTGCAGTAC flarrrrAr-ar rr^rrl^T 

33811 GGCTCCAGCA AAAACAAGAT TGGAATAAGC ATATTGGGAA CCACCAGTAA T^^aa SISH™!! 

Hal rlrJrll^ eC ^ 6A6TTTC TTGTASAAAT TMAtSK! AMAAmSS ffiSSSccf 

HSI tISaaaISSa A ?I?^ a IS? $™cbccc tgcgctccaa cattgttagt tttSaattag tctSca^aaI 

83 S i *^ T ™ ™S? =? 5?gfg?2 S2EE ss 

- ™- G ™? I?2B?tfS£ SSS SSS 

H E™ 25 ™" S3SSE 

CACACAAACC ACAAGCTCTA AAGTCACTCT CCAACCTSTC CAtAAtATAT AtirArAArr rrTAA?S?2? 

CGTAATSSSA CTAAAGTGTA AAAAATCCCG CCAAACCCAA CACACACCCC SaSactgcqt SJ^SI?? 
AAGTACAGTT TCACTTCCQC AATCCCAACA AGCGTCACTT CCTCTTTCTC SSbtaCBTC S?£?£r?TT 
34721 mSJ?^ CACMC ' CSCe CCGCCCCTTT tScEJSU SccSSScC M?5cCaS 

3479 GATG tttttaaaat cacctcattt acatattggc accattccat ctatamSK tat"t?g" 
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